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PROTEINS AND NUCLEIC ACIDS ENCODING SAME 

FIELD OF THE INVENTION 

The invention generally relates to nucleic acids and polypeptides encoded thereby. 

BACKGROUND OF THE INVENTION 

The invention generally relates to nucleic acids and polypeptides encoded therefrom. 
More specifically, the invention relates to nucleic acids encoding cytoplasmic, nuclear, 
membrane bound, and secreted polypeptides, as well as vectors, host cells, antibodies, and 
recombinant methods for producing these nucleic acids and polypeptides. 



SUMMARY OF THE INVENTION 

The invention is based in part upon the discovery of nucleic acid sequences encoding 
novel polypeptides. The novel nucleic acids and polypeptides are referred to herein as NOVX 
or NOV1, NOV2, NOV3, NOV4, NOV5, NOV6, NOV7, NOV8, NOV9, NOV10, and 
1 5 NOV1 1 nucleic acids and polypeptides. These nucleic acids and polypeptides, as well as 
derivatives, homologs, analogs and fragments thereof, will hereinafter be collectively 
designated as "NOVX" nucleic acid or polypeptide sequences. 

In one aspect, the invention provides an isolated NOVX nucleic acid molecule 
encoding a NOVX polypeptide that includes a nucleic acid sequence that has identity to the 
20 nucleic acids disclosed in SEQ ID NOS. l, 3, 5, 7, 9, 11, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 
33, 35, 37, 39, 41 and 43. In some embodiments, the NOVX nucleic acid molecule will 
hybridize under stringent conditions to a nucleic acid sequence complementary to a nucleic 
acid molecule that includes a protein-coding sequence of a NOVX nucleic acid sequence. The 
invention also includes an isolated nucleic acid that encodes a NOVX polypeptide, or a 
25 fragment, homolog, analog or derivative thereof. For example, the nucleic acid can encode a 
polypeptide at least 80% identical to a polypeptide comprising the amino acid sequences of 
SEQ ID NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 42 and 44. 
, The nucleic acid can be, for example, a genomic DNA fragment or a cDNA molecule that 
includes the nucleic acid sequence of any of SEQ ID NOS:l, 3, 5, 7, 9, 1 1, 13, 15, 17, 19 21 
23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43. 

Also included in the invention is an oligonucleotide, e.g., an oligonucleotide which 
includes at least 6 contiguous nucleotides of a NOVX nucleic acid (e.g., SEQ ID NOS: 1,3,5, 
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7, 9, 11, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43) or a complement of 

said oligonucleotide. 

Also included in the invention are substantially purified NOVX polypeptides (SEQ ID 
NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 42 and 44). In 
5 certain embodiments, the NOVX polypeptides include an amino acid sequence that is 
substantially identical to the amino acid sequence of a human NOVX polypeptide. 

The invention also features antibodies that immunoselectively bind to NOVX 
polypeptides, or fragments, homologs, analogs or derivatives thereof. 

In another aspect, the invention includes pharmaceutical compositions that include 
10 therapeutically- or prophylacticaUy-effective amounts of a therapeutic and a pharmaceutically- 
acceptable carrier. The therapeutic can be, e.g. 9 a NOVX nucleic acid, a NOVX polypeptide, 
or an antibody specific for a NOVX polypeptide. In a further aspect, the invention includes, in 
one or more containers, a therapeutically- or prophylactically-effective amount of this 
pharmaceutical composition. 
15 In a further aspect, the invention includes a method of producing a polypeptide by 

culturing a cell that includes a NOVX nucleic acid, under conditions allowing for expression 
of the NOVX polypeptide encoded by the DNA. If desired, the NOVX polypeptide can then 
be recovered. 

In another aspect, the invention includes a method of detecting the presence of a 
20 NOVX polypeptide in a sample. In the method, a sample is contacted with a compound that 
selectively binds to the polypeptide under conditions allowing for formation of a complex 
between the polypeptide and the compound. The complex is detected, if present, thereby 
identifying the NOVX polypeptide within the sample. 

The invention also includes methods to identify specific cell or tissue types based on 
25 their expression of a NOVX. 

Also included in the invention is a method of detecting the presence of a NOVX 
nucleic acid molecule in a sample by contacting the sample with a NOVX nucleic acid probe 
or primer, and detecting whether the nucleic acid probe or primer bound to a NOVX nucleic 
acid molecule in the sample. 
30 In a further aspect, the invention provides a method for modulating the activity of a 

NOVX polypeptide by contacting a cell sample that includes the NOVX polypeptide with a 
compound that binds to the NOVX polypeptide in an amount sufficient to modulate the 
activity of said polypeptide. The compound can be, e.g., a small molecule, such as a nucleic 
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acid, peptide, polypeptide, peptidomimetic, carbohydrate, lipid or other organic (carbon 

containing) or inorganic molecule, as further described herein. 

Also within the scope of the invention is the use of a therapeutic in the manufacture of 

a medicament for treating or preventing disorders or syndromes including, e.g., Alzheimer's 

5 disease, Neurodegenerative disease, Parkinson disease, type 3; Stroke, Parkinson's disease, 

Huntington's disease, Cerebral palsy, Epilepsy, Ataxia-telangiectasia, Behavioral disorders, 

Addiction, Anxiety, Pain, Neuroprotection, encephalopathy, pain, psychotic and neurological 

disorders, including anxiety, schizophrenia, manic depression, delirium, dementia, severe 

mental retardation, aneurysm, corticoneurogenic disease, gap-junction-related neuropathies 

10 and other pathological conditions of the nervous system, where dysfunctions of junctional 

communication are considered to play a casual role, demyelinating neuropathies (including 

Charcot-Marie-Tooth disease), Cardiovascular disease, Hemic and Lymphatic Diseases, acute 

heart failure, hypotension, hypertension, angina pectoris, myocardial infarction, ischemic heart 

disease, cardiomyopathy, atherosclerosis, congenital heart defects, aortic stenosis , atrial 

1 5 septal defect (ASD), atrioventricular (A-V) canal defect, ductus arteriosus , pulmonary 

stenosis , subaortic stenosis, ventricular septal defect (VSD), valve diseases, hemophilia, 

hypercoagulation, idiopathic thrombocytopenic purpura, Erythrokeratodermia variabilis 

(EKV), atrioventricular (AV) conduction defects such as arrhythmia, and lens cataracts, bone 

disorders, Muscle Disorders, Alstrom syndrome; Orofacial cleft-2, Preeclampsia; Welander 

20 distal myopathy; Von Hippel-Lindau (VHL) syndrome, Tuberous sclerosis, hypercalceimia, 

Lesch-Nyhan syndrome, Multiple sclerosis, Cell adhesion, shape, interaction communication, 

cytokinesis disorders; myotonic dystrophy; muscular disorders and diseases; Angelman 

syndrome, Liddle's syndrome, Prader-Willi syndrome, Kallman syndrome, skin disorders, 

protease/protease inhibitor deficiency disorders, urinary retention, osteoporosis, Crohn's 

25 disease; multiple sclerosis; and Treatment of Albright Hereditary Ostoeodystrophy, ulcers, 

Dentatorubro-pallidoluysian atrophy(DRPLA) Hypophosphatemia rickets, autosomal 

dominant, Peutz-Heghers syndrome, fibromuscular dysplasia, congenital adrenal hyperplasia, 

endometriosis, cirrhosis, myasthenia gravis, psoriasis, actinic keratosis, excessive hair growth, 

allopecia, pigmentation disorders, cystitis, incontinence, renal artery stenosis, interstitial 

30 nephritis, glomerulonephritis, polycystic kidney disease, taste and scent detectability 

disorders, signal transduction pathway disorders, retinal diseases including those involving 

photoreception, deafness, keratinization disorders, oocyte maturation defects, Myotonia and 

Cancers including , colon and lung and breast cancer, Leukodystrophies, cancer (especially but 

not limited to prostate, and skin), Neoplasm; adenocarcinoma; lymphoma, uterus cancer, 
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benign prostatic hypertrophy, enal cancer, multiple endocrine neoplasia type n, familial 
melanoma, ovarian cancer, adrenoleukodystrophy, Burkitfs lymphoma, Glucosidase I 
deficiency; severe infantile-onset Wolman disease and milder late onset cholesteryl ester 
storage disease (CESD), Diabetes, Pancretaitis, Obesity, digetive system disorders, anorexia, 
5 bulimia, gastrointestinal polyps, hyperthyroidism, hypothyroidism, endocrine dysfunctions, 
noninsulin-dependent diabetes mellitus (NIDDM1), immunological disorders and diseases, 
inflammatory and immune diseases, bacterial, fungal, protozoal and viral infections 
(particularly infections caused by MV-1 or HIV-2), asthma, sepsis, graft versus host disease, 
transplantation, systemic lupus erythematosus, renal tubular acidosis or IgA nephropathy, 

10 MHCII and HI diseases (immune diseases), hypogonadotropic hypogonadism, reproductive 
system disorders, infertility, and/or other pathologies and disorders of the like. 

The therapeutic can be, e.g., a NOVX nucleic acid, a NOVX polypeptide, or a NOVX- 
specific antibody, or biologically-active derivatives or fragments thereof. 

For example, the compositions of the present invention will have efficacy for treatment 

1 5 of patients suffering from the diseases and disorders disclosed above and/or other pathologies 
and disorders of the like. The polypeptides can be used as immunogens to produce antibodies 
specific for the invention, and as vaccines. They can also be used to screen for potential 
agonist and antagonist compounds. For example, a cDNA encoding NOVX may be useful in 
gene therapy, and NOVX may be useful when administered to a subject in need thereof. By 

20 way of non-limiting example, the compositions of the present invention will have efficacy for 
treatment of patients suffering from the diseases and disorders disclosed above and/or other 
pathologies and disorders of the like. 

The invention further includes a method for screening for a modulator of disorders or 
syndromes including, e.g., the diseases and disorders disclosed above and/or other pathologies 

25 and disorders of the like. The method includes contacting a test compound with a NOVX 

polypeptide and determining if the test compound binds to said NOVX polypeptide. Binding 
of the test compound to the NOVX polypeptide indicates the test compound is a modulator of 
activity, or of latency or predisposition to the aforementioned disorders or syndromes. 

Also within the scope of the invention is a method for screening for a modulator of 

30 activity, or of latency or predisposition to disorders or syndromes including, e.g. , the diseases 
and disorders disclosed above and/or other pathologies and disorders of the like by 
administering a test compound to a test animal at increased risk for the aforementioned 
disorders or syndromes. The test animal expresses a recombinant polypeptide encoded by a 
NOVX nucleic acid. Expression or activity of NOVX polypeptide is then measured in the test 
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animal, as is expression or activity of the protein in a control animal which recombinantly- 

expresses NOVX polypeptide and is not at increased risk for the disorder or syndrome. Next, 
the expression of NOVX polypeptide in both the test animal and the control animal is 
compared. A change in the activity of NOVX polypeptide in the test animal relative to the 
5 control animal indicates the test compound is a modulator of latency of the disorder or 
syndrome. 

In yet another aspect, the invention includes a method for determining the presence of 
or predisposition to a disease associated with altered levels of a NOVX polypeptide, a NOVX 
nucleic acid, or both, in a subject (e.g., a human subject). The method includes measuring the 
10 amount of the NOVX polypeptide in a test sample from the subject and comparing the amount 
of the polypeptide in the test sample to the amount of the NOVX polypeptide present in a 
control sample. An alteration in the level of the NOVX polypeptide in the test sample as 
compared to the control sample indicates the presence of or predisposition to a disease in the 
subject. Preferably, the predisposition includes, e.g., the diseases and disorders disclosed 
15 above and/or other pathologies and disorders of the like. Also, the expression levels of the new 
polypeptides of the invention can be used in a method to screen for various cancers as well as 
to detennine the stage of cancers. 

In a further aspect, the invention includes a method of treating or preventing a 
pathological condition associated with a disorder in a mammal by administering to the subject 
20 a NOVX polypeptide, a NOVX nucleic acid, or a NOVX-specific antibody to a subject (e.g., a 
human subject), in an amount sufficient to alleviate or prevent the pathological condition. In 
preferred embodiments, the disorder, includes, e.g., the diseases and disorders disclosed above 
and/or other pathologies and disorders of the like. 

In yet another aspect, the invention can be used in a method to identity the cellular 
25 receptors and downstream effectors of the invention by any one of a number of techniques 
commonly employed in the art. These include but are not limited to the two-hybrid system, 
affinity purification, co-precipitation with antibodies or other specific-interacting molecules. 

Unless otherwise defined, all technical and scientific terms used herein have the same 
meaning as commonly understood by one of ordinary skill in the art to which this invention 
30 belongs. Although methods and materials similar or equivalent to those described herein can 
be used in the practice or testing of the present invention, suitable methods and materials are 
described below. All publications, patent applications, patents, and other references 
mentioned herein are incorporated by reference in their entirety. In the case of conflict, the 
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present specification, including definitions, will control In addition, the materials, methods, 
and examples are illustrative only and not intended to be limiting. 

Other features and advantages of the invention will be apparent from the following 
detailed description and claims. 



DETAILED DESCRIPTION OF THE INVENTION 

The present invention provides novel nucleotides and polypeptides encoded thereby. 
Included in the invention are the novel nucleic acid sequences and their encoded polypeptides. 
The sequences are collectively referred to herein as "NOVX nucleic acids" or "NOVX 
10 polynucleotides" and the corresponding encoded polypeptides are referred to as "NOVX 

polypeptides" or "NOVX proteins." Unless indicated otherwise, ,r NOVX" is meant to refer to 
any of the novel sequences disclosed herein. Table A provides a summary of the NOVX 
nucleic acids and their encoded polypeptides. 

TABLE A. Sequences and Corresponding SEQ ID Numbers 

15 



NOVX 
Assignment 


Internal Identification 


SEQ ID 

NO 
(nucleic 

acid) 


SEQ ID NO 
(polypeptide) 


Homology 


la 


146642892/CG50377-01 


1 


2 


Cub and Sushi Domain- 
Containing Protein 


lb 


CG50377-02 


3 


4 


Cub and Sushi Domain- 
Containing Protein 


2 


cg-118733234 


5 


6 


Myel in-like protein 


3 


cg-122561227 


7 


8 


von Willebrand Factor and 
Kielin-like protein 


4a 


SC705043 70 A/CG59253 
-01 


9 


10 


Semaphorin-like protein 


4b 


CG59253-02 


11 


12 


Semaphorin 6A1 (KIAA1479)- 
like protein 


4c 


CG59253-05 


13 


14 


Semaphorin-like protein 


4d 


CG59253-06 


15 


16 


Semaphorin-like protein 


4e 


CG59253-07 


17 


18 


Semaphorin-like protein 


4f 


CG59253-08 


19 


20 


Semaphorin-like protein 


5a 


CG50211-01 


21 


22 


serine/ threonine protein 
kinase -like protein 


5b 


CG50211-02 


23 


24 


s e r ine / thre onine 
protein kinase- like protein 


6a 


CG50215-01 


25 


26 


TGF-beta binding protein 


6b 


CG50215-03 


27 


28 


TGF-beta binding protein 


6c 


CG50215-04 


29 


30 


TGF-beta binding protein 


6d 


CG50215-05 


31 


32 


TGF-beta binding protein 


7 


GMAP000808_A_dal 


33 


34 


MAS PROTO - ONCOGENE - 1 ike 
protein 


8 


AL163195_da2 


35 


36 


RIBONUCLEASE PANCREATIC 
PRECURSOR- like protein 


9 


SC87421058_A 


37 


38 


AMINOTRANSFERASE - 1 ike 
protein 
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10a 


CG50235-01 


39 


40 


Tolloid-Iiike 2-like protein 


10b 


CG50235-03 


41 


42 


Tolloid-Like 2-like protein 


11 


SC13S004534_A 


43 


44 


CYSTEINE SULFIKTIC ACID 
DECARBOXYLASE -like protein 



NOVX nucleic acids and their encoded polypeptides are useful in a variety of 
applications and contexts. The various NOVX nucleic acids and polypeptides according to fee 
invention are useful as novel members of the protein families according to the presence of 
5 domains and sequence relatedness to previously described proteins. Additionally, NOVX 
nucleic acids and polypeptides can also be used to identify proteins that are members of the 
family to which the NOVX polypeptides belong. 

NO VI is homologous to a Cub and Sushi Domain-containing-like family of proteins. 
Thus, the NOV1 nucleic acids, polypeptides, antibodies and related compounds according to 
10 the invention will be useful in therapeutic and diagnostic applications implicated in, for 

example; cancer, obesity, inflammation, hypertension, neurological diseases, neuropsychiatric 
diseases, small stature, obesity, diabetes, hyperlipidemia and other diseases, disorders and 
conditions of the like. 

NOV2 is homologous to the myelin-like family of proteins. Thus NOV2 nucleic acids, 
1 5 polypeptides, antibodies and related compounds according to the invention will be useful in 
therapeutic and diagnostic applications implicated in, for example; cancer, inflammation, 
neurological disorders, neuropsychiatric disorders, obesity, diabetes and other diseases, 
disorders and conditions of the like. 

NOV3 is homologous to a family of von Willebrand Factor-like and Kielin-like 
20 proteins. Thus, the NOV3 nucleic acids and polypeptides, antibodies and related compounds 
according to the invention will be useful in therapeutic and diagnostic applications implicated 
in, for example: cancer, inflammation, neurological disorders, neuropsychiatric disorders, 
obesity, diabetes, bleeding disorders and other diseases, disorders and conditions of the like. 
NOV4 is homologous to the semaphorin-like family of proteins. Thus, NOV4 nucleic 
25 acids, polypeptides, antibodies and related compounds according to the invention will be 
useful in therapeutic and diagnostic applications implicated in, for example: Parkinson's 
disease , psychotic and neurological disorders, Alzheimers disease, Lung and other cancers 
and other diseases, disorders and conditions of the like. 

NOV5 is homologous to the serine/threonine kinase-like family of proteins. Thus 
30 NOV5 nucleic acids, polypeptides, antibodies and related compounds according to the 

invention will be useful in therapeutic and diagnostic applications implicated in systemic lupus 
erythematosus, autoimmune disease, asthma, emphysema, scleroderma, ARDS, fertility, 

7 
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endometriosis, hemophilia, hypercoagulation, idiopathic thrombocytopenic purpura, allergies, 

immunodeficiencies, transplantation, graft versus host disease (GVHD), lymphaedema, 

muscular dystrophy, Lesch-Nyhan syndrome, myasthenia gravis, psoriasis, actinic keratosis, 

tuberous sclerosis, acne, hair growth/loss, allopecia, pigmentation disorders, endocrine 

5 disorders, Von Hippel-Lindau (VHL) syndrome, Alzheimer's disease, stroke, hypercalceimia, 

Parkinson's disease, Huntington's disease, cerebral palsy, epilepsy, ataxia-telangiectasia, 

leukodystrophies, behavioral disorders, addiction, anxiety, pain, neuroprotection, tonsilitis and 

other diseases, disorders and conditions of the like. 

NOV6 is homologous to the TGF-beta-like family of proteins. Thus NOV6 nucleic 
10 acids, polypeptides, antibodies and related compounds according to the invention will be 
useful in therapeutic and diagnostic applications implicated in, for example: atherosclerosis 
and fibrotic disease of the kidney, liver, and lung, cancer (e.g. epithelial, endothelial, and 
hematopoietic), hereditary hemorrhagic telangiectasia, and other diseases, disorders and 
conditions of the like. 

15 NOV7 is homologous to members of the MAS proto-oncogene-like family of proteins. 

Thus, the NOV7 nucleic acids, polypeptides, antibodies and related compounds according to 
the invention will be useful in therapeutic and diagnostic applications implicated in, for 
example; Von Hippel-Lindau (VHL) syndrome, Alzheimer's disease, stroke, tuberous 
sclerosis, hypercalceimia, Parkinson's disease, Huntington's disease, cerebral palsy, epilepsy, 

20 Lesch-Nyhan syndrome, multiple sclerosis, ataxia-telangiectasia, leukodystrophies, behavioral 
disorders, addiction, anxiety, pain, neuroprotection, neurological disorders and diseases 
involving developmental and other diseases, disorders and conditions of the like. 

NOV8 is homologous to the ribonuclease pancreatic precursor-like family of proteins. 
Thus, NOV8 nucleic acids and polypeptides, antibodies and related compounds according to 
25 the invention will be useful in therapeutic and diagnostic applications implicated in, for 

example; anti-cancer and anti-tumor therapy, diabetes,Von Hippel-Lindau (VHL) syndrome, 
pancreatitis, obesity, hyperthyroidism and hypothyroidism and hancers including, but no 
limited to thyroid and pancreas, and other diseases, disorders and conditions of the like. 

NOV9 is homologous to the aminotransferase-like family of proteins. Thus, NOV9 
30 nucleic acids and polypeptides, antibodies and related compounds according to the invention 
will be useful in therapeutic and diagnostic applications implicated in, for example; liver 
toxicity and damage such as in cancer, cirrhosis, or troglitazone treatment for diabetes; brain 
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and CNS disorders including cancer, Parkinson's, Alzheimer's, epilepsy, schizophrenia and 
other diseases, disorders and conditions of the like. 

NOV10 is homologous to the tolloid-like-2-like family of proteins. Thus, NOV10 
nucleic acids and polypeptides, antibodies and related compounds according to the invention 
5 will be useful in therapeutic and diagnostic applications implicated in, for example; fibrosis, 
scarring, keloids, surgical adhesion, wound and fracture healing, and other diseases, disorders 
and conditions of the like. 

NO VI 1 is homologous to the cysteine sulfinic acid decarboxylase-Iike family of 
proteins. Thus, NOV1 1 nucleic acids and polypeptides, antibodies and related compounds 
10 according to the invention will be useful in therapeutic and diagnostic applications implicated 
in, for example; acute or chronic hyperosmotic plasma, Adrenoleukodystrophy , Congenital 
Adrenal Hyperplasia, Diabetes,Von Hippel-Lindau (VHL) syndrome , Pancreatitis, Obesity, 
Hyperparathyroidism, Hypoparathyroidism, Fertility, cancers such as those occurring in 
pancreas, bone, colon, brain, lung, breast, or prostate. Endometriosis, Xerostomia 
1 5 Scleroderma Hypercalcemia, Ulcers Von Hippel-Lindau (VHL) syndrome, 

Cirrhosis,Transplantation, Inflammatory bowel disease, Diverticular disease, Hirschsprung's 
disease , Crohn's Disease, Appendicitis Osteoporosis, Hypercalcemia, Arthritis, Ankylosing 
spondylitis, Scoliosis Arthritis, Tendinitis on Hippel-Lindau (VHL) syndrome , Alzheimer's 
disease, Stroke, Tuberous sclerosis, hypercalcemia, Parkinson's disease, Huntington's 
disease, Cerebral palsy, Epilepsy, Lesch-Nyhan syndrome, Multiple sclerosis,Ataxia- 
telangiectasia, Leukodystrophies, Behavioral disorders, Addiction, Anxiety, Pain, Endocrine 
dysfunctions, Diabetes, obesity, Growth and reproductive disorders Multiple sclerosis, 
Leukodystrophies, Pain, Myasthenia gravis, Pain, Systemic lupus erythematosus , 
Autoimmune disease, Asthma, Emphysema, Scleroderma, allergy, ARDS, Psoriasis, Actinic 
keratosis /Tuberous sclerosis, Acne, Hair growth, allopecia, pigmentation disorders, Renal 
artery stenosis, Interstitial nephritis, Glomerulonephritis, Polycystic kidney disease, Systemic 
lupus erythematosus, Renal tubular acidosis, IgA nephropathy, Hypercalcemia, Lesch-Nyhan 
syndrome and other diseases, disorders and conditions of the like. 

The NOVX nucleic acids and polypeptides can also be used to screen for molecules, 
which inhibit or enhance NOVX activity or function. Specifically, the nucleic acids and 
polypeptides according to the invention may be used as targets for the identification of small 
molecules that modulate or inhibit, e.g., neurogenesis, cell differentiation, cell proliferation, 
hematopoiesis, wound healing and angiogenesis. 
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Additional utilities for the NOVX nucleic acids and polypeptides according to the 
invention are disclosed herein. 



NOV1 

NOV1 includes two cub and sushi domain containing protein-like proteins disclosed 
below. The disclosed sequences have been named NOVla and NOVlb. 
NOVla 

A disclosed NOVla nucleic acid of 10,136 nucleotides (also referred to as 
146642892/CG5G377-01) encoding a novel Cub and Sushi Domain-Containing Protein-like 
protein is shown in Table 1 A. An open reading frame was identified beginning with an ATG 
initiation codon at nucleotides 1-3 and ending with a TGA codon at nucleotides 9313-9315. A 
putative untranslated region upstream from the initiation codon and downstream from the 
termination codon is underlined in Table 1 A. The start and stop codons are in bold letters. 



Table 1A. NOVla nucleotide sequence (SEQ ID NO:l). 

ATGGCGGGCGCCCCTCCCCCCGCCTTGCTGCT 

AGCGACACTCCGTGGGCGTAGGACCCTCCGAGCTAGTCAAGAAGCAAATTGAGTTGAAGTCTCGAGGTGT 

GAAGCTGATGCCCAGCAAAGACAACAGCCAGAAGACGTCTGTGTTAACTCAGGTTGGTGTGTCCCAAGGA 

CATAATATGTGTCCAGACCCTGGCATACCCGAAAGGGGCAAAAGACTAGGCTCGGATTTCA 

CCAGCGTCCAGTTCACCTGCAACGAGGGCTATGACCTGCAAGGGTCCAAGCGGATCACCTGTATGAAAGT 

GAGCGACATGTTTGCGGCCTGGAGCGACCACAGGCCAGTCTGCCG^ 

CGAGGCCCCTCGGGCATCATCACCTCCCCCAATTTCCCCATTCAGTATGACAACA^ 

GGATCATCACAGCACTCAACCCCTCCAAGCT 

CTATGACACCCTGACGGTCGGTGATGGTGGTCAGGATGGGGACCAGAAGACAGTTCTCTACATGTCTCAA 

AATGCCTGCAGTGACAGCCCTCACACCCCAGGCTCTCGC^TCCCAGAGAGCATGTCTGGGGACATCTGGA 

GGCAGAAATGGACTGTACTTGAGATCTGTCGTGACATTAG 

GAAGTCTCCAAAGACTTCTAATGCTGTGGAACTTGT^ 

GGTGACCCTGGCATACCTGCATATGGCCGGAGGGAAGGCTCCCGGT^ 

TTGAGTGCCAGCCCGCCTTTGAGGTGGTGGGACAGAAGG(^T(^CATGCCAAAAGAATAACCAATGGTC 

GGCTAAGAAGCCAGGCTGCGTGTTCTCCTGCTTCTTCAACTTCACCAGCCCGTCTGGGGTTGTCCTGTCT 

CCO\ACTACCCAGAGGACTATGGCAACCACCTCCACTGTGTCTGGCTCATCCTGGCC^GGCCTGAGAGCC 

GCATCCACCTGGCCTTCAACGACATTGACGTGGAGCCTCAGTTTGATTTCCTGGTCATCAAGGATGGGG 

CACCGCCGAGGCGCCCGTCCTGGGCACCTTCTCAGGAAACCAGCT^ 

CACGTGGCCCGTCTCGAGTTCCAGACTC^CCACTC 

CCTTCCGACACAACGAGTGCCCGGATCCTGGCGTTCCAGTAAATGGCAAACGGT^ 

GCTGGGCAGCTCCATCTCCTTCCTCTGTGATGAAOT 

TGCGTCCTGAAGGAGGGCAGCGTGGTCTGGAACAGCGCTGTGCTC 

ACCTGACTTCGCCCAGCGGCACCATCCTCTCTCCGGKSCT^ 

TGCCTGGGTGATTGAGGCCCAGCCAGGCTACCCCATCA^ 

AACTATGACACCCTGGAAGTACGCGATGGGCGGACTTACTCAGOSCCCTTGATCGGGGTTTACCAC 
CCCAGGTTCCCCAGTTCCTCATCAGCACCAGCAACTACCTCT^ 

CTCGGACATCGGCTTCCAGCTCCGCTATGAGACTATAACACTGCAGTCAGACCACTGTCT 

ATCCCAGTAAATGGACAGCGTCATGGGAATGACTTCTACGTGGGCGCGCTGGTGACCTTCAGCTG 

CGGGCTACACATTAAGTGACGGGGAGCCTCTGGAGTGTGAGCCCMCTTCCAGTGGAGCCGGGCCCTGCC 

CAGTTGTGAAGCTCTCTGTGGTGGCTTCATTCAAGGCTCCAGTGGGACC^ 

GACTTCTACCCCAACAACTTGAACTGCA.CCTGGATTATCGAAACATCTCATC 

CTTTCCACACCTTCCACCTGGAAAGTGGCCATGACT 

GCCCCTGAGGCAGCTAACTGGATCTCGGCTGCCAGCTCCCATCAGCGCTGGGCTCTATGGCAAC^ 

GCCCAGGTCCGCTTCATCTCTGATTTCTCCATGTCATAT^^ 

ACTTGGAGCCCTGTGAGGAGCCCGAGGTCCCAGCCTACAG^ 

CGACACCTTGACCTTCTCCTCCTTCCCCGGGTACCGTCTGG 

GGCAGACGGCGCCTGTGGAGCTCGCCTCTGCCAAGGTGTGTTGCTGAGTC 

CTCAGGGTACTTTGCTGTCCCCCAACTTTCCTC 

CCAGACCCAGCCAGGGAAGGGAATTCAGCTGAAAGCCAGGGCATTCGAACTCTCCGAAGGAGATGTCCTC 



10 



WO 02/064791 PCT/USO 1/48369 



AAGGTTTATGATGGC^CAAC^ 

TGACTTTGAACAGCACATCCAGCAGTCTGTGGCTTGATTTCATCACT 

CTTTGAACTGCACTTTTCCAGCTTTGAACTCATCAAATGTGAGGAC 

AAGGTTCATGATGAAGGTCATTTTGCAC^GAGCTCCGTGTC^ 

GGGGTAGTGAGGAGCTGCTGTGTCTGAGTGGAGAGCGCCGGACCTGGGACCGGCCTCTC 
CGCCGAGTGTGGAGGGAC&GTGAGAGGAGAGGTGTCG^ 

TATGAACACAATCTCAACTGCATCTGGACCATCGAAGCAGAGGCCGGCT 

TGGTGTTTGACACAGAGGAGGTTCACGACGTGCTGCGCATCTGGGATGGGCCT 

GCTGAAGGAGCTGAGTGGCCCGGCCCTGCCCAAGGACCTGCATAGCACCTTCAACT 

TTCAGCACTGACTTCTTCACCAGCAAGCAGGGCTTTGCCATTCAATTTTCAGTC^ 

GK^TG&CCCTGGGATCCCGCAGAATC^ 

GTTCCAGTGTGACCCTGGCTACGCGCTGC^GGGAAGTGCAGAGATCAGCTG 

TTCTTCTGGCAGCCCAGCCCGCCAA(^TGCATCGCTCCCTGCGGGGGAGACOT 

TCATCCTCTCACCAAATTACCCAG^CCCT 

ACCAGACTACGTCATCGCCCTGGTATTTAACATCTTTAACCTGGAGCCTC 

TACGAC^GACGGGACTCTCTCAGCCCTCTC^TAGGAAGCTTCTATGGCTCCCAGCTCCCAGGCCGCATTG 
AAAGCAGCAGCAACAGCCTCTTCCTCGCCTTCCGC^GCGATGCATCT 

TGACTATACAGAAAACCCGCX^AGTC^TGTTTTGATCCTGGTTCCATCAAGAACGGCACACGGGTGGGG 

TCCGACCTGAAGCTGGGCTCCTCCGTCACOTACTACTGCCACGGGGGCTAO^ 

CCCTGAGCK3CATCCTGGGGCCTGATGGGAAGCCCX3TGTGGAACAATCCCCGGCCAGTCTG 

CTGTGGGGGACAGTATGTGGGTTCGGACX3GAGTGGTCTTGTCCCCGAACTACCC 

GGAC^GATCTGCTTGTATTTTGTTACTGTGCCCAAGGACTATGTGGTGTTTGGCCAGTTCGCCOT 

AC^CGGCCCTCAACGACGTGGTGGAGGTTCACGACGGCCACAGCCAGCACTCGC^ 

CTCGGGCTCCCATAGAGGAGAATCACTGCCCTTGGCCACCTCCAAT 

AAAGGCCTCGCACCAGCCAGAGGCTTCCACTTTGTCTACCAAGCGGTTCCTCGAACCA& 

GCAGCTCTGTGCCGGAACCCCGCTATGGCAAGAGGCTGGGC^GTGACTTCTCGGTGGGGGCCATCGTCCG 
CTTCGAATGCAACTCCGGCTATGCCCTGCAGGGGTCGCCAGAGATCGAG 

TTGGCCCAATGGAATGTCTCAGCGCCCACGTGTGTGGTGCCGTGTGGAGGCAACCTCACAGAGCGC^ 

GCACCATCCTGTCCCCTGGCTTCCCAGAGCCGTACCTCAACAGCCTCAACTGTGTGTGGAAGATCGTG 

CCCCGAAGGCGCTGGCATCCAGATCCAAGTTGTCAGTTTTGT^ 

GTATTTGATGGTGCAGATAACACTGTAACCATGCTGGGGAGTTTCTCAGGAACAACCGTC 
TGAACAGCACCTCCAACCAGCTCTACCTTCATTTCTACTCAGA 

CTTGGAGTACAAAACGGTGGGCCTGAGCAGTTGTCCGGAACCTGCTGTGCCCAGTAACGGGGTGAAGACT 
GGCGAGCGCTACTTGGTGAATGATGTGGTGTCTTTCCAGTGTGAGCCGGGATATGrCCCTCCAGGGCCACG 
CCCAGATCTCCTGCATGCCCGGAACAGTGCGGCGATGGAACTACCCTCCTCra 

TGGGGGAACAGTGGAGGAGATGGAGGGGGTGATCCTGAGCCCCGCaCTTCCCAGGCAACTACCCCA 
ATGGACTGCTCCTGGAAAATAGCACTGCCCGTGGGCTTTGGAGCTCACATC(^ 

CCGAGCC(^CCACGACTACATAGAAATCCGGAATGGCCCCTATGAGACCAGCCGCATGATGGGAAGATT 
CAGTGGAAGCGAGCTTCCAAGCTCCCTCCTCTCCACGTCC 

CACTCCCAGAATCGGCCAGGATTCAAGCTGGAGTATCAGGCCTATGAACTTCAAGAGTGCCCAGACCCAG 

AGCCCTTTGCCAATGGCATTGTGAGGGGAGCTGGCTACAACGTGGGACAATCA^ 

CCCGGGGTATCAATTGACTGGCCACCCTGTCCTCACGTC 

CCCCTGCCCAAGTGTGAAGTCCCTTGTGGCGGGAACATCACTTCTTCCAACGGCACTGTGTACTCCCCGG 

GGTTCCCTAGCCCGTACTCCAGCTCCCAGGACTGTGTCTGGCTGATCACCGTGCCCATTGGCCATGGCGT 

CCGCCTCAACCTCAGCCTGCTGCAGACAGAGCCCTCTCGAGATTTCATCACCATCT^ 

CAAACAGCACCACGGCTCGGCGTCTTCACCCGGAGCATGGCCAAGAAAACAGTGCAGAG^ 

AGGTCCTGCTCAAGTTCCACCGTGATGCAGCCACAGGGGGGATCT 

ACTCACCAAATGCCCTCCTCCCACCATCCTCCCCAACGCCG 

ATAGGTGACATCGTACGCTACAGATGCCTCCCTGGCTTTACCTTAGTGGGGAATGAAATTCTGACCTG^ 
AACTTGGAACCTACCTGCAGTTTGAAGGACCACCCCCGATATGTGAAGTGCACTGTCCAACAA^ 

TCTGACAGACTCCACAGGCGTGATCCTGAGCCAGAGCTACCCTGGAAGCTATCCCCAGTTCCAGACCTGC 
TCTTGGCTGGTGAGAGTGGAGCCCGACTATA^^ 

AATATGATGAGTTTGAGATTTTTGATGGTCCATCAGGACAGAGTCCTCTGCTGAAAGCCOT 

TTACTCAGCTCCCCTGATTGTCACCAGCTCAAGCAACTCTGTGTACCTGCGTTGGTCATCTGATCA 

TACAATCGGAAGGGCTTCAAGATCCGCTATTCAGCCCCTTACTGCAGCCTGCCCAGGGCTCCACTCCATG 

GCTTCATCCTAGGCCAGACCAGCACCCAGCCCGGGGGCTCCATCCACTTTGGCTGCAATOCCGGCTACCG 

CCTGGTGGGACACAGCATGGCCATCTGTACCCGGCACCCCCAGGGCTACCACCTGTGGAGCGAAGCCATC 

CCTCTCTGTCAAGCTCTTTCCTGTGGGCTTCCTGAGGCCCCCAAGAATGGAATGGTGTTTGGCAAGGAGT 

ACACAGTGGGAACCAAGGCCGTGTACAGCTGCAGTGAAGGCTACCACCTCCAGGCAGGCG^^ 

TGC^GAGTGTCTGGACACAGGCCTATGGAGCAACCGCAATGTCCCACCACAGTGTGTCCCTGTGACTTGT 

CCTGATGTCAGTAGC7VTCAGCGTGGAGCATGGCCGATGGAGGCTTATCTTTGAGACACAGTATCAGTTCC 

AGGCCCAGCTGATGCTCATCTGTGACCCTGGCTACTACTATACTGGCCAAAGGGTCATCCGCTGTCAGGC 

CAATGGCAAATGGAGCCTCGGGGACTCTACGCCCACCTGCCGAATCATCTCCTGTGGAGAGCTCCCGATT 

CCCCCCAATGGCCACCGCATCGGAACACTGTCTGTCTACGGGGCAACAGCCATCTTCTCCTGCAATTCCG 

GATACACACTGGTGGGCTCCAGGGTGCGTGAGTGCATGGCCAATGGGCTCTGGAGTGGCTCTGAAGTCCG 

CTGCCTTGCTGGACACTGTGGC^CTCCrGAGCCCATTGTCAACGGACACATO^TGGGGAGAACTACAGC 

TACCGGGGCAGTGTGGTGTACCAATGCAATGCTGGCTTCCGCCTGATCGGCATGTCTGTGCGCATCTGCC 

AGCAGGATCATCACTGGTCGGGCAAGACCCCTTTCTGTGTGCCAATTACCTGTGGACACCCAGG 

TGTCAACGGCCTCACTCAGGGTAACCAGTTTAACCTCAACGATGTGGTCAAGTTTGTTTGCAACCCTGGG ' 



11 



WO 02/064791 ^ PCT/US01/48 369 

TATATGGCTGAGGGGGCTGCTAGGTCCCAATGCCTGGCCAGCGGGCAAT 

GCAGAATCATCAACTGTACAC^TC 

GCACAGGTTCAGCTTCGGCACCACTGTGTCI^ 

GTGCTCAGCTGCCAGGGAGATGGCACATGGGACCGTCCCCG^ 

ATCCGGGCTCCCCGCCTCACTCCCAGATGTCTGGAGACAGTTATACTGTGGGAGC^ 

CTGmTCGGCAAGCGTACTCTGGTGC^^ 

TCCCTCCCTCACTGCTCAGGAACCAGCGTGGGAGTTTGCGGTGACCCT 

GTTTGGGGGACAGCTTTGATCCAGGCACTGTGATGCGCTTCAGCTGTGAAGCT 

ATCGTCAGAGCGCACCTGTCAAGCCAATGGCTCGTGGAGCGGCTCGC^ 

TGTGGGAACCCTGGGACTCCAAGTAATGCCCGAGTTGTGirCAGTGATGGCCTGO 

TCGTCTATGAGTGCCGGGAAGGATACTACGCCACA^ 

CTGGACAGGCAGTGACCCTGAGTGCCTCGTCATAAACTGTGGTGACCCTC 

CGGCTGGGCAATGACTTCAGGTA^CAAAACTCTGAC^TATCAGTC 

CAC^TAGAGTATCTGTGCTGAGCTGCACCAAGGACCGGACATGGAATGGAACC^ 

TCTCATGTGCAAGCCACCTCCGCTCATCCCCAATG 

AGTGTGACTTATGCCTGCCTGGAGGGGTACCAGCTCTCCCTGCCCGCGGTGTTCACC^ 
GGTCCTGGACCGGAGAGCTGCCTCAGTGTTTCCCTGTGTO 

GAGGAGAGAGGACCGAGGCTTCTCCTACAGGTCATCTGTCTCCTTCTCCTGCC^^ 
GTGGGCTCTCCACGCAGGTTTTGCCAGTCAGATGGG^^ 

CGACCCTGACCACGTGTGCGGACCCTGGTGTGCCACAGTTTGGGATACAGAACAAOT 

GGTTGGAAGCACAGTCCTCTTCCGTTGTCAAAAAGGCTACCTGCTTCAGGGCT 

CTCCCAAACCTC^CCTGGAGTGGAACCCCACCTGACTGTGTCCCCCACCACTG^ 

CAACX3CATGCCAACGTCGGGGCCCTGGATTTGCCCTCCATGGGCTACACGC^ 

GGCTTCTCCCTCAAGGGTGK^ 

CCATCTGCCTGGAGGTCCGGCCCAGTGGGAGACCCATCAACACTGCC 

CITGATTCCTGGGGATGTTTTTGCCAAGAATTCCCTGTGGAAAGGGGC 

CAGCCAGCCATGCTCAGAGTGACTGGCTTCCAAGTTGCCAZVCAGC^ 

ACAGTGGCGTGGAGCTGC^CTTGGCTGGAACnTACAAGAAAGAA^ 

CCAGATTACAGGGCCTGTGGAGATCTTTATGAATAAGTO 

GTCTCGTCAGAGTCCTCCGG&GCCACCTOCATCT 

TCGGCTTTCAAftGACTGGACCTGftGGCTGCTC 

CAACAGCAGCTCAGT GG CAGC CGCGATC CTGGTG C CTTT CAT CG C CCTCATTATTGCGGGCTTCGTGCTC 

TATCTCTACAAGCACftGGAGAAGACCCAAAGTTC^ 

TTCGGGCCACATTTGAGAACCCAATGTACGACCGC^ 

GGAGTTCACAGTCAGCACAGTGTGCACAGCAGTATAGCCACCCGGCCTGGCTO 
AACTGGTACTCCAGCAGCCGCCGAAGCTGGACTGTACTGCTG^ 

CTGATTCCCCTGCCTC^GCCTGC(^GTGCCTGCGATTGCAGGCGCGCACCGCCAC ~ 



In a search of public sequence databases, the N0V1 a nucleic acid sequence, located on 
chromsome 1 257 of 259 bases (99%) identical to a gb:GENBANK-ID: AK022620|acc: 
AK022620.1 mRNA from Homo sapiens (Homo sapiens cDNA FU12558 fis, clone 
5 NT2RM4000787). Public nucleotide databases include all GenBank databases and the 
GeneSeq patent database. 

In all BLAST alignments herein, the "E-value" or "Expect" value is a numeric 
indication of the probability that the aligned sequences could have achieved their similarity to 
the BLAST query sequence by chance alone, within the database that was searched. For 

10 example, the probability that the subject ("Sbjct") retrieved from the NOV1 BLAST analysis, 
e.g. , Homo sapiens cDNA FLJ12558 fis, matched the Query NOV1 sequence purely by 
chance is Lie -47. The Expect value (E) is a parameter that describes the number of hits one 
can "expect" to see just by chance when searching a database of a particular size. It decreases 
exponentially with the Score (S) that is assigned to a match between two sequences. 

1 5 Essentially, the E value describes the random background noise that exists for matches 
between sequences. 
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The Expect value is used as a convenient way to create a significance threshold for 
reporting results. The default value used for blasting is typically set to 0.0001. In BLAST 2.0, 
the Expect value is also used instead of the P value (probability) to report the significance of 
matches. For example, an E value of one assigned to a hit can be interpreted as meaning that 
5 in a database of the current size one might expect to see one match with a similar score simply 
by chance. An E value of zero means that one would not expect to see any matches with a 
similar score simply by chance. See, e.g., 

http://ww.ncbi.nlm.nih.gov/Education/BLASTinfo/. Occasionally, a string of X's or N's 
will result from a BLAST search. This is a result of automatic filtering of the query for low- 

10 complexity sequence that is performed to prevent artifactual hits. The filter substitutes any 
low-complexity sequence that it finds with the letter "N" in nucleotide sequence (e.g., 
"NNNNNNNN>MNN^ or the letter "X" in protein sequences (e.g., "XXXXXXXXX"). 
Low-complexity regions can result in high scores that reflect compositional bias rather than 
significant position-by-position alignment. (Wootton and Federhen, Methods Enzymol 

15 266:554-571, 1996). 

The disclosed NOVla polypeptide (SEQ ID NO:2) encoded by SEQ ID NO:l has 3104 
amino acid residues and is presented in Table IB using the one-letter amino acid code. Signal 
P, Psort and/or Hydropathy results predict that NOV1 a has a signal peptide and is likely to be 
localized outside the cell with a certainty of 0.3700. In other embodiments, NOVla may also 

20 be localized to the lysome (lumen) with a certainty of 0.1900, the microbody with a certainty 
or 0.1764, or in the endoplasmic reticulum (membrane) with a certainty of 0.1000. The most 
likely cleavage site for a NOVla peptide is between amino acids 21 and 22, at: CCA-SN. 



Table IB, Encoded NOVla protein sequence (SEQ ID NO:2). 



MAGAPPPALIiLPCSLISDCCASNQRHSVGVGPSEBVKKQIELKSRGVKMPSKDNSQKTSVLTQVGVSQG 
HNMCPDPGI PERGKRLGSDFRLGSSVQFTCNEGYDLQGSKRI TCMKVSDMFAAWSDHRPVCRARMCDAHL 
RGPSGI I TSPNFPI QYDNNAHCVWI ITALNPSKVIKLM 
NACSDSPOTPGSRIPESMSGDIWRQKWTVLEICmtfSSS 

GDPGI PAYGRREGSRFHHGDTLKFECQPAFELVGQKAIT(^KNNQWSAKKPGCVFSCFFNFTS PSGWLS 

PNYPEDYGNHLHCVWLIIiARPESRIHLAFNDIDV 

HVARLEFQTDHSTGKRGFNITFTTFRHNECTO^ 

CVLKEGSVVWNSAVLRCEAPCGGHLTSPSGTIL^ 

NYDTLEVRDGRTYSAPLIGVYHGTQVPQFIiI STSNYLYLLFS TDKSHSDIGFQLRYETITLQSDHCLDPG 

IPVNGQRHGNDFYVGALVTFSCDSGYTLSDGEPLECEPNFQWSRALPSCEALCGGFIQGSSGTILSPGFP 

DFYPNNLNCTWIIETSHGKGVFFTFHTFHLESGHDYLLITENGSFTQPLRQLTGSRLPAPISAGLYGNFT 

AQTOFISDFSMSYEGFNITFSEYDLEPCEEPEVPAYSIRKGLQFGVGDTLTFSCFPGYRIiEGTARITCIjG 

GRRRLWSSPLPRCVAECGNSVTGTQGTLLSPNFPVNYN 

KVYDGNNNSARLLGVFSHSEMMGVTLNSTSSSLWLDFITO 

KVHDEGHFAGSSVSFSCDPGYSLRGSEELIiCLSGERRTWDRPLPTCVAECGGTVRGEVSGQVLSPGYPAP 

YEHNLNCIVn-IEAEAGCTIGLHFLVFDTEEVHDVTiRIWDGPVESGVLLKELSGPALPKDLHST 

FSTDFFTSKQGFAIQFSVSTATSCNDPGIPQNGSRSGDSWEAGDSTVFQCDPGYALQGSAEISCVKIENR 

FFWQPSPPTCIAPCGGDLTGPSGVILSPNYPEPYPPGKECDWKVTVSPDYVIALVFNIFNIiEPGYDFI^ 

YDGRDSLSPLIGSFYGSQLPGRIESSSWSLFLAFRSDASVSNAGFVIDYTEWPRESCroPGSIKNGTRVG 

SDLKLGSSVTYYCHGGYEVEGTSTLSCILGPDGKPVWN^ 
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KGIiAPi^GFHPVYQAVPRTSATQCSSVPEPRYGKMiGSDPSVGAIVRFECNSGYA 

LAQWNVSAPTCWPCGGNLTERRGTILSPGFPEPYLNSLNCVWKIVVP^ 

VFIX^NTVTMIX5SFSGTTVPALLNST^ 

GERYLVNDWSFQCEPGYALQGHAHISCMPGTV^ 

^CSWKIALPVGFGAHIQFLOTSTEPl^^ 

HSQNRPGFKlEYQAYELQECPDPEPFANGrVRGAGYOTGQSWFECLPGYQLTGHPVLTCQHG 
PLPKCEVPCGC^TSSNGTVYSPGFPSPYSSSQDCVWLITVPI^ 

QTAPRLGVFTRSMAKKTVQS S SNQVLLKFHRDAATGGI FAIAFSAYPLTKCPPPTILPNAEWTENEEFN 

IGDIVRYRCLPGFTLVGNEILTCKLGTYL^ 

SWLVRVEPDYttlSLTVEYFLSEKQYDEFEIFDGPSGQ^ 

YNRKGFKIRYSAPYCSLPRAPLHGFILGQTSTQPGGSIHFGCNAGYRLVGHSMAICTRHPQ 

PLC&ALSCGLPEAPKNGMVFGKEYTOGTKAVYSCSEG^ 

PDVSSISVEHGRWRLIFETQYQFQAQLMLIOTPGY^ 

PPNGHRI GTLSVYGATAI FS CNS GYTLVGSRVRECMANGLWSGS EVRCLAOICGTPEP IVNGHINGENYS 
YRGSVVYQCNAGFRLIGMSVRICQQDHHWSGKTPFCTO 
YMAEGAARSQCLASGQWSDMLPTOTIINCTO^ 
VLSCQGDGTWDRPRPQCLLVSCGHPGSPPHSQMSGDSYT^^ 

SLPHCSGTSVGV CGDPGI PAHGIRLGDSFDPGTVMRFSCEAGHVLRGSSERTCQANGSWSGSQPECGVIS 

CGNPGTPSMARVVFSDGIjVFSSSIVYECREGYYATGIiLSRHCSWGTWTGSDPEC^ 

RLGNDFRYNKTVT YQCVPGYMMESHRVSVLS CTKDRTWNGTKPVCKALMCKPPPL I PNGKWGSDFMWGS 

SVTYACLEGYQLSLPAVFTCEGNGSWTGELPQCFPVFCGDPGVPSRGRREDRGFSYRSSVSFSCHPPLVL 

VGSPRRFCQSDGTWSGTQPSCIDPTLTTCADPGOTQFGI^ 

LPNLTWSGTPPDCVPHHCRQPETPTHAOTGALDLPSMGYTL^ 

PSAWRSGPVGDPSTLPGSHRSPKP 



A search of sequence databases reveals that the NOVla amino acid sequence has 145 
of 489 amino acid residues (29%) identical to, and 216 of 489 amino acid residues (44%) 
similar to, the 2489 amino acid residue ptnr:SPTREMBL-ACC:Q16744 protein from Homo 
sapiens (Human) (COMPLEMENT RECEPTOR 1). Public amino acid databases include the 
GenBank databases, SwissProt, PDB and PEL 

NOV1 is expressed in at least the adrenal gland and the pituitary gland. This 
information was derived by determining the tissue sources of the sequences that were included 
in the invention including but not limited to SeqCalling sources, Public EST sources, 
Literature sources, and/or RACE sources. 



NOVlb 

A disclosed NOVlb nucleic acid of 8010 nucleotides (also referred to as CG50377-02) 
encoding a cub and sushi domain-containing protein-like protein is shown in Table 1C. 



Table 1C. NOVlb nucleotide sequence (SEQ ID NO:3). 

ATGGCGGGCGCCCCTCCCCCCGCCT^ 
GCTAGCAATCAGCCxA.CACTCCGTGGGCGT^ 

GAGTTGAAGTCTCGAGGTGTGAAGCTGATGCCCAGCAAAGACAACAGCCAGAAGACGTCT 
GTGTTAACTCAGGTTGGTGTGTCCCAAGG 

GAAAGGGGCAAAAGACTAGGCTCGGATTTCAGGTTAGGATCCAGCG 

AACGAGGGCTATGACCTGCAAGGGTCCAAGCGGATCACCTGTATGAAAGTGAGCGACATG 

TTTGCGGCCTGGAGCGACCACAGGCCAGTCTGCCX^ 

CGAGGCCCCTCGGGCATCATCACCTCCCCCAATOTCCCCA 

CACTGTGTGTGGATCATCACAGCACT^ 

GAGTTTGATTTGGAGAGGGGCTATGACACCCTGACGGTCGGTGATGGTGGTCAGGATGGG 

GACCAGAAGA(^GTTCTCTACATGTCTCAAAATGCCTGCAGTGACA 

GGCTCTCGCATCCCAGAGAGCATGTCTGGGGAC^TCTGGAGGCAGAAATGGACTGTACOT 
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GAGATCTGTCGTCA^ 

AA.GACTTCTAATGCTGTGGAACTTGTTGCTCCTGGGACAGA 

GGTGACCCTGGCATACCTGCATATGGCCGGAGGGAAGGCTCCCGGTTTCACCACGGTGAC 
ACACTCAAGTTTGAGTGCCAGCCCGCOTTTGAGCTGGTGG^ 
CAAAAGAATAACCAATGGTCGGCTAAGAAGCCAGGCTGCGTGTTCT 
TTCACCAGCCCGTCTCGGGTTGTCCTGTCTCCCAACTACCC^ 
CTCCACTGTGTCTGGCTCATCCTGGCCAGGCCTGAGAGCCGCATCC^ 
GACATTGACGTGGAGCCTCAGTTTGATTTCCTGGTCAT^ 

GCGCCCGTCCTGGGCACCTTCTCAGGAAACCAGCTTCCCTCCTCCATCACAAGCAGTGGC 
CACGTGGCCCX3TCTCG&GTTCCAGACTGACCACTCCACA(^^ 
ACTTTTACCACCTTCCGACACAACGAGTGCCCGGATCCT 
CGGTTTGGGGACAGCCTCCAGCTGGGCAGCTCCATCTCCTTCCTCTGT 
CTTGGGACTCAGGGCTCAGAGACCATCAC^ 

AACAGCGCTGTGCTGCGGTGTGAAGCTCCCTGTGGTGGTCACCTGACTTCGCCCAGCGG 
ACCATCCTCTCTCCGGGCTGGCCTGGCTTCTACAAGGATGCCTTGAGCTGTGCCTGGGTG 
ATTGAGGCCC^GCCAGGCTACCCCATCAAAATCACCTTCGACAGATTCAAAAC 
AACTATGACACCCTGGAAGTACGCGATGGGCGGACTTACTCAGC^ 
TACCACGGGACCCAGGTTCCCCAGTTCCTCATCAGCACCAGCAACTACCTCTACCTCCTC 
TTCTCTACCGACAAGAGTCACTCGGACATCGGCTTCCAGCTCCGCTATGAGA 
CTGCAGTCAGACCACTGTCnXSGATCCAGGAATCCCAGTAAATC 

GACTTCTACGTGGGCGCGCTGGTGACCTT<^GCTGTGACTCm3CTACACATTAAGTGAC 
GGGGAGCCTCTGGAGTGTGAGCCCAACTTCCAGTGGAGCCGGGCCCTGCCCAGTTGTGAA 
GCTCTCTGTGGTGGCTTCATTC^GGCTCCAGTGGGACCATCTTGTCGCCAGGGTTCCCT 
GACTTCTACCCCM.CAACTTGAACTGCACCTGGATTATCGAAACATCT 
GTGTTCTTCACTTTC^CACCTTCCACOTGGAAAGTGGCCATGACTACCTCCTCATCACT 
GAGAACGGCAGCTTCACCCAGCCCOTGAGGCAGCTAACTGGATCTCGGCTGCCAGCTCCC 
ATCAGCGCTGGGCTCTATGGCAACTTCACTGCCC^ 

ATGTC^TATGAAGGATTC^C^TC^CCTTCTCAGAGTACGACTTGGAGCCCTGTGAGGAG 
CCCGAGGTCCCAGCCTACAGCATCCGGAAGGGCTTGCAGTTTGGCGTGGGCG^ 
ACCTTCTCCTGCTTCCCCGGGTACCX3TCTGGAGGGCACCGCCCGCATCACGTGCCTGGGG 
GGCAGACGGCGCCTGTGGAGCTCGCCTCTGCCAAGGTGTGTTGCTGAGTGTGGGAATTCA 
GTCACAGGCACTCAGGGTACTTTGCTGTCCCCC^ 

CATGAATGCATCTACTCCATCCAGACCCAGCCAGGGAAGGGAATTCAGCTGAAAGCCAGG 
GCATTCGAACTCTCCGAAGGAGATGTCCTCAAGGTTTATGATGGC^ 
CGTTTGCTGGGAGTTTTTAGCCATTCTGAGATGATGGGGGTGACTTTGAACAGCACATCC 
AGCAGTCTGTGGCTTGATTTC^TCACTGATGCTGAAAACACCAGCAAGGGCTTTGAACTG 
CACTTTTCCAGCTTTGAACT(^TCAAATGTGAGGACCC^GGAACCCCCAAGTTTGGCTAC 
AAGGTTCATGATGAAGGTCATTTTGCAGGGAGCTCCGTGTCCTTCAGCTGTGACCCTGGA 
TACAGCCTGCGGGGTAGTGAGGAGCTGCTGTGTCTGAGTGGAGAGCGCCGGACCTGGGAC 
CGGCCTCTGCCCACCTGTGTCGCCGAGTGTGGAGGGACAGTGAGAGGAGAGGTGTCGGGG 
CAGGTGCTGTCACCCGGGTATCCAGCTCCCTATGAACACAATCTCAACTGCATCTGGACC 
ATCGAAGCAGAGGCCGGCTGCACCATTGGGCTACACTTCCT^ 

GTTCACGACGTGCTGCGCATCTGGGATGGGCCTGTGGAGAGCGGGGTTCTGCTGAAGGAG 
CTGAGTGGCCCGGCCCTGCCCAAGGACCTGCATAGCACCTTCAACTCGGTCGTCCTGCAG 
TTC^GCACTGACTTCTTCACCAGCAAGCAG^GCTTTG^ 

GCAACGTCCTGC^ATGACCCTGGGATCCCGCAGAATGGGAGTCGGAGTGGTGACAGTTGG 
GAAGCCGGCGACTCCACAGTGTTCCAGTGTGACCCTGGCTACGCGCTGCAGGGAAGTGCA 
GAGATCAGCTGTGTGAAGATCGAGAACAGGTTCTTCTGGCAGCCCAGCCCGCCAACATGC 
ATCGCTCCCTGCGGGGGAGACCTGACAGGACCATCTGGAGTCATCCTCTCACCAAATTAC 
CCAGAACCCTACCCGCCAGGCAAGGAGTGTGACTGG^ 

GTCATCGCCCTGGTATTTAACATCTTTAACCTGGAGCCTGGCTATGACTTCCTCCATATC 
TACGACGGACGGGACTCTCTCAGCCCTCTCATAGGAAGCTTCTATGGCTCCCAGCTCCCA 
GGCCGCATTGAAAGCAGCAGCAACAGCCTCTTCCTCGCCTTCCGCAGCGATGCATCTGTG 
AGCAATGCTGGCTTCGTCATTGACTATACAGAAAACCCGCGGGAGTCATGTTTTGATCCT 
GGTTCCATCAAGAACGGCACACGGGTGGGGTCCGACCTGAAGCTGGGCTCCTCCGTCACC 
TACTACTGCCACGGGGGCTACGAAGTTGAGGGCACCTCGACCCTGAGCTGCATCCTGGGG 
CCTGATGGGAAGCCCGTGTGGAACAATCCCCGGCCAGTCTGCACAGCCCCCTGTGGGGGA 
CAGTATGTGGGTTCGGACGGAGTGGTCTTGTCCCCCAACTACCCCCAGAACTACACCAGT 
GGACAGATCTGCTTGTATTTTGTTACTGTGCCCAAGGACTATGTGGTGTTTGGCCAGTTC 
GCCTTCTTTCACACGGCCCTCAACGACGTGGTGGAGGTTCACGACGGCCACAGCCAGCAC 
TCGCGGCTCCTC^GCTCCCTCTCGGGCTCCCATACAGGA 

TCCAATCAAGTTCTCATTAAGTTCAGCGCCAAAGGCCTCGCACCAGCCAGAGGCTTCCAC 
TTTGTCTACCAAGCGGTTCCTCGAACCAGCGCCACGCAGTGCAGCTCTGTGCCGGAACCC 
CGCTATGGCMGAGGCTGGGCAGTGACTTCTCGGTGGGGGCCATCGTCCGCTTCGAATGC 
AACTCCGGCTATGCCCTGCAGGGGTCGCCAGAGATCGAGTGCCTCCCTGTGCCTGGGGCC 
TTGGCCCAATGGAATGTCTCAGCGCCCACGTGTGTGGTGCCGTGTGGAGGCAACCTCACA 
GAGCGCAGGGGCACCATCCTGTCCCCTGGCTTCCCAGAGCCGTACCTCAACAGCCTCAAC 
TGTGTGTGGAAGATCGTGGTCCCCGAAGGCGCTGGCATCCAGATCCAAGTTGTCAGTTTT 
GTGACAGAGCAGAACTGGGACTCGCTGGAAGTATTTGATGGTC 
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ATGCTGGGGAGTTTCTC^GGAACAACCGTGCCTGCCCTTCT 
CTCTACCTTCATTTCTACTCAGAT^^ 

AAAACGGTGGGCCTGAGCAGTTGTCCGGAACCTGCTGTGCCC^GTAACGGGGTGAAGACT 
GGCGAGCGC1!ACTTGGTGAATGATGTGGTGTCTTTCCAGTC 
CAGGGCCACGCCCACMCTCCTGCATGCC^ 
CCACTCTGTATTGCACAGTGTGGGGGAACAGTGGAGGAGAT^ 

cccggcttcccaggcaactaccccagtaacat^ 

gtgggctttggagctcacatcc^gttcctgaacttctccaccga 

atagaaatccggaatggcccctatgagaccagccx^tgatgggaagattmgtggaagc 

gagctto^gctccctcctct^ 

cactcccagaatcggccaggattcaagctggagtat^ 

ccagacccagagccctttgccaatggcattgtg^ 

TCAGTGACCTTCGAGTGCCTCCCXSGGGTATCAAT^ 

CAACATGGCACCAACCGGAACTGGGACCACCCCCT 

GGGAACMCACTTCTTCCAACGGCACTGTGTACTCCCCGG 

AGCTCCCAGGACTGTGTCTGGCTGATCACCGTGCCCATTGGCCAT^ 

CTCAGCCTGCTGCAGACAGAGCCCTCTGGAGATTTCATCA 

CAAACAGCACCACGGCTCGGCGTCTTCACCCGGAGCATGGCCAAG^^ 

TCATCCAACCAGGTCCTGCTCAAGTTCCACCX5TGATGCAGCCACAGGGGGGA 

ATAGCTTTCTCCGCTTATCCACTCACCAAATGCCCTC 

GAAGTCGTCACAGAGAATGAAGAATTCAATATAGGTGAC^ 

CCTGGCTTTACCTTAGTGGGGAATGAAATTCTGACCTGCAAA 

TTTGAAGGACC^CCCCCGATATGTGAAGTGCACTC 

TCCACAGGCGTGATCCTGAGCCAGAGCTACCCT^ 

TCTTGGCTGGTGAGAGTGGAGCCCGACTATAACATCTCCCTCACAGTGGAGTACTTCCTC 

AGCGAGAAGCAATATGATGAGTTTGAGATTTTTGATGGTCCATCAGGACAGAGTCCTCT 

CTGAAAGCCCTCAGTGGGAATTACTCAGCTCCCCTGATTGTCACCAGCTCAA^ 

GTGTACCTGCGTTGGT(^TCTGAT(^CGCCrAC^TCGGAAGGGCTTCAAGATCCGCTAT 

TCAGCCCCTTACTGCAGCCTGCCC^GGGCTCCACTC^ 

AGCACCCAGCCCGGGGGCTCCATCCACTTTGGCTGCAACGCCGGCTACCGCCTGGTGGGA 
CACAGCATGGCCATCTGTACCCK2GCACCC^ 

CCTCTCTGTCAAGCTCTTTCCTGTGGGCTTCCTGAGGCCCCCAAGAATGGAATGGTGTTT 
GGCAAGGAGTAC^CAGTGGGAACCAAGGCCATGTACAGCTGCAGTGAAGGCTACCACCTC 
CAGGCAGGCGCTGAGGCCACTGCAGAGTGTCTGGACACAGGCCTATGGAGCAACCG 
GTCCCACC^CAGTGTGTCCGTGAGTCCTCGGGC^TGGAGGCGGGTCTGTGACTTGTCC^ 
GATGTCAGTAG(^TCAGCGTGGAGCATGGCCGATGGAGGCTTATCraTGAGAC^CAGTA^ 
CAGTTCCAGGCCCAGCTG&TGCTCATC 
* GTCATCCGCTGTCAGGCCAATGGCAAATGGAGCCTCGGGGACTOTACGCCCACCTOCCX5A 
ATCATCTCCTGTGGAGAGCTCCCGATTCCCCCCAATGGCCACCGCATCGGAACACTGTCT 
GTCTACGGGGC^CAGC(^TCTTCTCCTGCAATTCCGGATACACACTC 
GTGCGTGAGTGCATGGCCAATGGGCTCTGGAGTGGCTCTGAAGTCCGCTGCCT^ 
CAGACCAAGCTCCAOTCCATTTTCTATAAGCrCCTCTTCGATGTACT 
CTCACCAAAGCTGGACACTGTGGGACTCCHX^AGCC 

GAGAACTACAGCTACCGGGGCAGTGTGGTGTACCAATGCAATGCTOGCTTCCX3CCTGATC 

GGCATGTCTGTGCGCATCTGCCAGCAGGATCAT(^CTGGTCGGGCAAGACCCCTTTCrGT 

GTGCATGTTAAGCAGCAGTTGCTGCTGCTGCTGCTGCTGTTGTGTGA 

GAAGATGATGGTAGTGGTGCAATTACCTGTGGACACCCAGGCAACCCTGTCAACGGCOT 

ACTCAGGGTAACC^GTTTAACCTCAACGATGTGGTCAAGTTTGTTTGCAA 

ATGGCTGAGGGGGCTGCTAGGTCCCAATGCCTGGCCAGCGGGCAATGGAGTGAC^TGCTG 

CCCACCTGCAGAATC^TCAACTGTACAGATCCTGGACACCAAGAAAATAGTGTTCGTCAG 

GTCCACGCCAGCGGCCCGCACAGGTTCAGCnTCGGCACCACTC 

CACGGCTTCTACCTCCTGGGCACCCCAGTGCTCAGCTGCC^GGGAGATGGCACATGGGAC 
CGTCCCCGCCCCCAGTGTCTCTGTAAGTAG 



The disclosed NOVlb polypeptide (SEQ ID NO:4) encoded by SEQ ID NO:3 has 
2669 amino acid residues and is presented in Table ID using the one-letter amino acid code. 



Table ID. Encoded NOVlb protein sequence (SEQ ID NO:4). 

magapppaiZlpcslisdc^ 
vltqvgvsqghnmcpdpgi p^gkrlgsdfrlgssvqftqiegydiiqgskritcmkv sdm 
faawsdhrpvcrarmcdahlrgpsgiitspnfpi^ 

efdlergydtltvgdggqdgdqktvlymsqnacsds phtpgsri pesmsgdi wrqkwtvl 
e i crdi s s s darsgsvrks pktsnavelvapgteieqgscgdpgi paygrregs rfhhgd 
tlkfecqpafelvgqkaitcqknnqwsakkpgcvfscffl^tspsgvvlspm!tedygm 
lhcvwlilarpesrihlafndidvepqfdflvikdgataeapvlgtfsgnqlpss 

hvarlefqtdhstgkrgfni tfttfrhnecpdpgvpvngk&fgdslqlg5si sflcdegf 
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IEAQPGYPIKITFT»RFKTEVim)TLEVRDGRTYSAPLIGVYHGTQVPQFLI 

FSTDKSHSDIGFQLRYETITLQSDHC^PGIPWGQRHGNDFYVGALVTFSCDSGYTLSD 

GEPLECEPNFQWSRALPSCEALCGGFIQGSSGTILSPGFPDF^NITIjNCTWIIETSHGKG 

VFFTFHTFHLESGHDYLLITENGSFTQPLRQLTGSRLPAPISAGLYGNFTAQVRFISDFS 

MSYEGFNITFSEYDLEPCEEPEVPAYSIRKGLQFGVOTTLTFSCFPGYRLEGTARITCLG 

GRRRLWSSPLPRCVAECGNS VTGTQGTIjLS PNFPVNYNNNHECI YS IQTQPGKGIQLKAR 

AFELSEGDVLKVYDGNNNSAKDLGre^ 

HFSSFELIKCEDPGTPKFGYKVHDEGHFAGSSVSFSCDPGYSIjRGSEELLCILSGERRTWD 
RPLPTCVAECGGTVRGEVSGQVLSPGYPAPYEHNLNCIWTIEAEAGCTIGLHFLVFDTEE 
VHDVLRIWDGPVESGVLLKELSGPALPKDLHSTFNSVVIjQFSTDFFTSKQGFAIQFSVSr 
ATS CNDPGI PQNGSRSGDSWEAGDSTVFQCDPGYALQGSAEISCVKIENRFFWQPSPPTC 
IAPCGGDLTGPSGVILSPNYPEPYPPGKECDWKVTVSPDWIALWNIFNLEPGYDFIiHI 

ydgrdslspligsfygsqlpgriesssnslflafrsdasvsnagfvidytenprescfdp 

gsikngtrvgsdlklgssvtyychggyevegtstlscilgpdgkpvwj^ 

qyvgsdgvvlspnypqnytsgqi c^yfvtvpkdywfgqf 

srllsslsgshtgeslplatsnqvlikfsakglapargphfvyqavprtsatqcssvpep 

rygkrlgsdfsvgaiwfecnsgyalqgspeieclpvpgalaqwnvsaptcvvpcggnlt 

errgtilspgfpepylnsiimcvwkivvpegagiqiqwsfvteqnwdslevfdgadntot 

mlgsfsgttvpallnstsnqlylhfysdisvsaagfhleyktvgiisscpepavpsngvkt 

GERYLVNDWSFQCEPGYALQGHAHI S CMPGTVRRWNYPPPLCXAQCGGTVEEMEGVILS 
PGFPGNYPSNMDCSWKIALPVGFGAHIQFLNFSTEPNHDYIEIRNGPYETSRMMGRFSGS 
ELPSSLLSTSHETTVYFHSDHSQNRPGFKLEYQAYELQECPDPEPFANGIVRGAGYNVGQ 
SVTFECLPGYQLTGHPVLTCQHGTNRNWDHPIiPKCEVPCGGNITSSNGWYSPGFPSPYS 
SSQDCVWLITVPIGHGVRLNLSLI^TEPSGDFIT^ 

SSNQVLLKFHRDAATGGIFAIAFSAYPLTKCPPPTILPNAEVVTENEEFNIGDlVRYRCIi 
PGFTLVGNEILTCKLGTYLQFEGPPPICEVHCPTNELLTDSTGVILSQSYPGSYPQFQTC 
SWLVRVEPDYNISLTVEYFLSEKQYDEFEIFDGPSGQSPDLKALSGNYSAPLIVTSSSNS 
VYLRWSSDHAYNRKGFKIRYSAPYCSIiPRAPLHGFILGQTSTQPGGSIHFGCNAGYRLVG 
HSMAI CTRHPQGYHLWSEAI PLCQALS CGLPEAPKNGMVFGKEYTVGTKAMYSCSEGYHL 
QAGAEATAECLDTGLWSNRNVP PQCVRESSGNGGGSVTCPDVSSI S VEHGRWRLI FETQY 
QFQAQLMLICDPGYYYTGQRVIRCQANGKWSMDSTPTOaiSCGELPIPPNGHRIGTLS 
VYGATAI FS CNS GYTLVGSRVRECMANGLWSGS EVRCLATQTKLHS I FYKLL FDVLS SPS 
LTKAGHCGTPEPIVNGHINGEWYSYRGSWYQCNAGFRLIGMSVRICQQDHHWSGKTPFC 
VHVKQQLLLLLLLLCDDDDDEDDGSGAITCGHPGNPTOGLTQGNQFNLNDVVKFVCNPGY 
MAEGAARSQC^SGQWSDMLPTCRIINCTDPGHQENSVRQVHASGPHRFSFGTTVSYRCN 
HGFYIiLGTPVLS CQGDGTWDRPRPQCLCK 



Homologies to either of the above NOV1 proteins will be shared by the other NOV1 
protein insofar as they are homologous to each other as shown below. Any reference to NOV1 
is assumed to refer to both of the NOV1 proteins in general, unless otherwise noted. 

The disclosed NOVla polypeptide has homology to the amino acid sequences shown 
in the BLASTP data listed in Table IE. 



Table IE. BLAST results for NOVla 


Gene Index/ 
Identifier 


Protein/ Organism 


Length 
(aa) 


Identity 
(%) 


Positives 
(%) 


Expect 


gi| 16716457 |ref|NP 
444401. 1| 
(NM_053171) 


CUB and Sushi 
multiple domains 1 
[Mus musculus] 


3554 


54 


79 


0.0 


>gi | 15100168 |ref|NP 
150094. l| 
(NM 033225) 


CUB and Sushi 
multiple domains 1 
[Homo sapiens] 


3508 


31 


45 


0.0 
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cj il 14 7 87 1 8 1 1 gb I AAG5 
2948. 1| (AY017307) 


CUB and sushi multiple 
domains protein 1 short 
form [Homo sapiens] 


H 

3389 


31 ' 


i' h<^' i n ■mi 1 4 

46 




qi| 16162671 |ref |XP 

053758.2| 

(XM_053758) 


hypothetical protein 
XP 053758 [Homo 
sapiens] 


1043 


70 


84 


0.0 


qi I 15620839 |dbj |BAB 
67783. l| (AB067477) 


KIAAl 890 protein 
[Homo sapiens] 


1048 


70 


84 


0.0 



The homology between these and other sequences is shown graphically in the 
ClustalW analysis shown in Table IF. In the ClustalW alignment of the NOV1 proteins, as 
well as all other ClustalW analyses herein, the black outlined amino acid residues indicate 
5 regions of conserved sequence (i e. , regions that may be required to preserve structural or 
functional properties), whereas non-highlighted amino acid residues are less conserved and 
can potentially be altered to a much broader extent without altering protein structure or 
function. 
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20 



25 



30 



35 



40 



Table IF. ClustalW Analysis of NO VI 



i) 

2) 
3) 
4) 
5) 
6) 
7) 



Novel NOVla 
Novel NOVlb 



(SEQ ID NO:2) 
(SEQ ID N0:4) 



16716457 (SEQ ID NO: 

15100168 (SEQ ID NO: 

14787181 (SEQ ID NO: 

16162671 (SEQ ID NO: 

15620839 (SEQ ID NO: 



NOV1A 
NOV1B 





16716457 


gi 


15100168 


gi 


14787181 


gi 


16162671 


gi 


15620839 


NOV1A 


NOV1B 


gi 


16716457 


gi 


15100168 


gi 


14787181 


gi 


16162671 


gi 


15620839 



NOV1A 
NOV1B 

gi|l6716457| 
gi j 15100168 | 



45) 
46) 
47) 
48) 
49) 

10 



20 



30 



40 



50 



.|....|....|....|....|....| 



MT A WRKFKS LLL PLVLA.VLCAGIiLTAAKGQNCX5GLVQG PNGT I E S PGF PH 
^AWRRFQSLLLLUSLLVLCARLLTAAKGQNCGGLVQG PNGT IBS PGFPH 
MTA WRRFQ S LLLLLGLL VLCARliLTAAKGQNCGGLVQG PNGTIESPGFPH 



60 



70 

.|....|....|. 



80 



90 100 
.|....|....| 



GYPNYANCTWI I ITGERNRI QIiSFHTFALEEDFD I LSVYDGQPQQGNLKV 
GYPNYANCTWI I ITGERNRI QLSFHTFALEBNFDIIiSVYDGQPQQGNLKV 
GY PNYANCTWI 1 1 TGERNRI QLS FHT FALEENFD I LS VYTOQPQQGNIiKV 



110 



120 

.|....|....|. 



130 



140 



150 



RLSGFQLPSSIVSTGSLLTLWFTTDFAVSAQGFKAMYEVIiPSHTCGNPGE 
RLSGFQLPSSIVSTGSILTLWFTTDFAVSAQGFKAIiYEVLPSHTCGNPGE 
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gi 
gi 



14787181 
16162671 
15620839 



PCT/US01/48369 



RLSGFQLP SSI VSTGS I LTLW FTTDPAVSAQGF KALYEVLPSHTCQfclPQE 



N0V1A 
NOV1B 



gi 
gi 
gi 
gi 
gi 



16716457 
15100168 
14787181 
16162671 
15620839 



160 170 180 190 200 

..|..-..|....|....|....|....|....|....|....| 



I LKGVLHGTRFN IGDKI RYSCLS G Y I LEGHAI LTC I VS PGNGAS WDFPAP 
I LKG VLHGTRFN I GDKX RYSCLPG YI LEGHAI LTC I VS PGNGAS WDFPAP 
I LKGVLHGTRFNIGDKI RYSCIiPGYI I»BGHAI LTCIVS PGNGAS WDFPAP 



NOV1A 
NOV1B 



gi 


16716457 


gi 


15100168 


gi 


14787181 


gi 


16162671 


gi 


15620839 


NOV1A 


NOV1B 


gi 


16716457 


gi 


15100168 


gi 


14787181 


gi 


16162671 


gi 


15620839 



210 220 230 240 

..|....|....|....|....|....|....|.. 



250 



FCRAEGACGGTIiRGT SG S I S S PH FPSEYDNNADCTWT I LAB PGDT IALVF 
FCRAEGACGGTLRGTSSSISSPHFPSEYENNADCTWTIIAEPGDTIALVF 
FCRAEGACGGTLRGTSSSISSPHFPSBYENNADCTWTIIiAEPGDT IALVF 




TDFQLEEGYDJ 
TDFQLEEGYD1 
TDFQLEEGYOJ 



310 320 330 340 . 350 



NOV1A 


NOV1B 


gi 


16716457 


gi 


15100168 


gi 


14787181 


gi 


16162671 


gi 


15620839 




NOV1A 
NOV1B 



gi 


16716457 


gi 


15100168 


gi 


14787181 


gi 


16162671 


gi 


15620839 


NOV1A 


NOV1B 


gi 


16716457 


gi 


15100168 


gi 


14787181 


gi 


16162671 


gi 


15620839 



NOV1A 


NOV1B 


gi 


16716457 


gi 


15100168 


gi 


14787181 


gi 


16162671 


gi 


15620839 




410 



420 



430 



440 



450 






460 

| | 1 


470 
[....I.... 


480 


490 

— i — 


500 



iklafe: 
iklafe; 



I KiAFEEFgLERGYDTLTVGDgGS?GD^gV: 
I KLAFEEFgLERGYDTLTVGDgG^GD^Bv] 
I KLAFE E FgLE RGY DTLT VGDyGgy G dS?5 VI 

efSlergydtltvgdSgP^""^^^ 



IKLAFEEFgLERGYDTLTVGDgGMGDRgVLY. 

r klafeef^lergydtltvgdSg»mgd^Svly : 




NOV1A 
NOV1B 



510 




520 530 540 

I I |....|....|....| 

|ICRD«S^DARSGSVRKSPKTSNAVEL^ 

|i crdqsqsdaIrIsgsvrks PKTSNAVEL 1 



550 
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gi 


16716457 


gi 


15100168 


gi 


14 lot JLo 1 


gi 


16162671 


gi 


15620839 


NOV1A 


NOV1B 


gi 


16716457 


gi 


15100168 


gi 


14787181 


gi 


16162671 


gi 


15620839 



N0V1A 
NOV1B 



gi 


16716457 


gi 


15100168 


gi 


14787181 


gi 


16162671 


gi 


15620839 


NOV1A 


NOV1B 


gi 


16716457 


gi 


15100168 


gi 


14787181 


gi 


16162671 


gi 


15620839 



NOV1A 
NOV1B 



gi 


16716457 


gi 


15100168 


gi 


14787181 


gi 


16162671 


gi 


15620839 


NOV1A 


NOV1B 


gi 


16716457 


gi 


15100168 


gi 


14787181 


gi 


16162671 


gi 


15620839 



NOV1A 
NOV1B 



gi 


16716457 


gi 


15100168 


gi 


14787181 


gi 


16162671 


gi 


15620839 


NOV1A 


NOV1B 


gi 


16716457 


gi 


15100168 


gi 


14787181 


gi 


16162671 


gi 


15620839 




560 570 580 590 600 




610 620 630 640 650 





iHST^RGFNITSTTFjSiiWECSDPGgpgMGjgRFGD; 



KDPGBPgNGjjjR] 

:BdpgSfBngBr: 



iLGSSjjSF 

LGSSNSF 



LEFCSDHST^RGFNITgTTF^ECgDPGSP^ 
LSr0|DHSTJRRGFNIT|lTF^ 

lefoSdkstSrgfnitB^ 



LE FQaDHS tBrGFN I TflTTpBSffE CffiDPGBpB^Gg: 



TgJLGSSjSSF 
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N0V1A 
NOV1B 



9i 

gi 
gi 
gi 
gi 



X6716457 
15100168 
14787181 
16162671 
15620839 



960 



NOV1A 
NOV1B 



gi 


16716457 


gi 


15100168 


gi 


14787181 


gi 


16162671 


gi 


15620839 


NOV1A 


NOV1B 


gi 


16716457 


gi 


15100168 


gi 


14787181 


gi 


16162671 


gi 


15620839 




1010 

..1... 



1020 



. I , 



1030 



1040 



FHTFHLESgHDYLLITEgGSF^PySg'LTGsSLP^I 
FHTFHLEsSHDYLLITESGS?SS p S3fflLTGs3Lp3|ll 

FHTFHLESSHDYLLITEDGSFSEPVARLTGSVLPHTI 
FHTFHLES SHDYLL I TEDGS FSE PVARLTGS VLPHT I 
FHTFHLESSKDYLLITEDGSFSEPVARLTGSVLPHTI 
FHTFHLES SHDYLLITEDGSFSEPVARLTGSVLPHTI 
FHTFHLESSHDYLLITEDGSFSEPVARLTGSVLPHTI 



1050 
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LKAFH I KG PAD I FVSKFENDNWGLDG YVS SGLERGGFS FQGDIHGKDFGK 
LKAFQI KGQADI FVSKFENDNWGLDG YVSSGLERGGFTFQGDIHGKDFGK 
LKAFQIKGQADI FVS KFENDNWGLDG YVS SGLERGG FTF QGD I HGKDFGK 



N0V1A 


NOV1B 


gi 


16716457 


gi 


15100168 


gi 


14787181 


gi 


16162671 


gi 


15620839 
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3590 3600 
..|....|....| 



FKLE RQDPSNS DADS SNHYQGTSSGSVAAAILVPFFALI LSGFAFYLYKH 
FKLERQDPLNPDQDSSSHYHGTSSGSVAAAIIjVPFFALILSGFAFYIiYKH 
FKLERQDPLNPDQDSSSHYHGTSSGSVAAAILVPFFALILSGFAFYLYKH 
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RT R P KVQYNGYAGHENS NGQ AS FENP MYDTNLKPTEAKAVRFDTT LNTVC 
RTRPKVQYNGYAGHENSNGQASFENPMYDTNLKPTEAKAVRFDTTLNTVC 
RTRPKVQYNGYAGHENSNGQAS FENPMYDTNLKPTEAKAWFDTTLNTVC 
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NOVIA 




NOV1B 




gi 


16716457 


TW 


gi 


15100168 


TW 


gi 


14787181 


TW 


gi 


16162671 




gi 


15620839 





The presence of identifiable domains in N0V1 , as well as all other NOVX proteins, 
1 5 was determined by searches using software algorithms such as PROSITE, DOMAIN, Blocks, 
Pfam, ProDomain, and Prints, and then determining the Interpro number by crossing the 
domain match (or numbers) using the Interpro website (http:www.ebi.ac.uk/ interpro). 
DOMAIN results for NOV1 as disclosed in Table II, were collected from the Conserved 
Domain Database (CDD) with Reverse Position Specific BLAST analyses. This BLAST 
20 analysis software samples domains found in the Smart and Pfam collections. For Table II and 
all successive DOMAIN sequence alignments, fully conserved single residues are indicated by 
black shading or by the sign (|) and "strong" semi-conserved residues are indicated by grey 
shading or by the sign (+). The "strong 55 group of conserved amino acid residues may be any 
one of the following groups of amino acids: STA, NEQK, NHQK, NDEQ, QHRK, MILV, 
25 MILF, HY, FYW. 

Table 1G lists the domain description from DOMAIN analysis results against NOV1 a. 
This indicates that the NOVla sequence has properties similar to those of other proteins 
known to contain this domain. 



Table 1G. Domain Analysis of NOVla 
gnHPfamlpfam00431U CUB, CUB domain 

CD-Length = 110 residues, 100.0% aligned Score - 120 bits (301), Expect » le-27 
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Table 1H. Domain Analysis of NOVla 



gnIIPfam|pfam00084. sushi, Sushi domain (SCR repeat) 

CD-Length = 56 residues, 100.0% aligned Score - 57.0 bits (136), Expect <= 2e-08 



CUB domains are important protein interaction domains that occur primarily in 
secreted protein, including a variety of biologically important growth factors. CUB domains, 
when coupled to EGF domains, are important for calcium binding. This protein may mediate 
5 cell-cell contact, growth, or other important cellular processes. 

The Ca2+-dependent interaction between complement serine proteases Clr and Cls is 
mediated by their alpha regions, encompassing the major part of their N-terminal CUB-EGF- 
CUB (where EGF is epidermal growth factor) module array. In order to define the boundaries 
of the Clr domain(s) responsible for Ca2+ binding and Ca2+-dependent interaction with Cls 

10 and to assess the contribution of individual modules to these functions, the CUB, EGF, and 
CUB-EGF fragments were expressed in eucaryotic systems or synthesized chemically. Gel 
filtration studies, as well as measurements of mtrinsic Tyr fluorescence, provided evidence 
that the CUB-EGF pair adopts a more compact conformation in the presence of Ca2+. Ca2+- 
dependent interaction of intact Clr with Cls was studied using surface plasmon resonance 

15 spectroscopy, yielding KD values of 10.9-29.7 nM. The Clr CUB-EGF pair bound 

immobilized Cls with a higher KD (1.5-1.8 microM), which decreased to 31.4 nM when 
CUB-EGF was used as the immobilized ligand and Cls was free. Half-maximal binding was 
obtained at comparable Ca2+ concentrations ranging from 5 microM with intact Clr to 10-1 6 
microM for Clralpha and CUB-EGF. The isolated CUB and EGF fragments or a CUB + EGF 

20 mixture did not bind Cls. These data demonstrate that the Clr CUB-EGF module pair 

(residues 1 -1 75) is the minimal segment required for high affinity Ca2+ binding and Ca2+- 
dependent interaction with Cls and indicate that Ca2+ binding induces a more compact 
folding of the CUB-EGF pair. (See Thielens et al., J Biol Chem 1999 Apr 2;274(14):9149-59) 
The disclosed NOV1 nucleic acid of the invention encoding a cub and sushi domain- 

25 containing protein-like protein includes the nucleic acid whose sequence is provided in Table 
1A or 1C, or a fragment thereof. The invention also includes a mutant or variant nucleic acid 
any of whose bases may be changed from the corresponding base shown in Table 1A orlC 
while still encoding a protein that maintains its a cub and sushi domain-containing protein - 
like activities and physiological functions, or a fragment of such a nucleic acid. The invention 

30 further includes nucleic acids whose sequences are complementary to those just described, 
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including nucleic acid fragments that are complementary to any of the nucleic acids just 
described. The invention additionally includes nucleic acids or nucleic acid fragments, or 
complements thereto, whose structures include chemical modifications. Such modifications 
include, by way of nonlimiting example, modified bases, and nucleic acids whose sugar 
5 phosphate backbones are modified or derivatized. These modifications are carried out at least 
in part to enhance the chemical stability of the modified nucleic acid, such that they may be 
used, for example, as antisense binding nucleic acids in therapeutic applications in a subject 
In the mutant or variant nucleic acids, and their complements, up to about 1% percent of the 
bases may be so changed 

10 The disclosed NOV1 protein of the invention includes the a cub and sushi domain- 

containing protein-like protein whose sequence is provided in Table IB or ID. The invention 
also includes a mutant or variant protein any of whose residues may be changed from the 
corresponding residue shown in Table IB or ID while still encoding a protein that maintains 
its a cub and sushi domain-containing protein-like activities and physiological functions, or a 

1 5 functional fragment thereof, In the mutant or variant protein, up to about 71 % percent of the 
residues may be so changed. 

The invention further encompasses antibodies and antibody fragments, such as F a b or 
(Fab)2, that bind immunospecifically to any of the proteins of the invention. 

The above defined information for this invention suggests that this a cub and sushi 

20 domain-containing protein -like protein (NOV1) may function as a member of a "Calgizzarin 
family". Therefore, the NOV1 nucleic acids and proteins identified here may be useful in 
potential therapeutic applications implicated in (but not limited to) various pathologies and 
disorders as indicated below. The potential therapeutic applications for this invention include, 
but are not limited to: protein therapeutic, small molecule drug target, antibody target 

25 (therapeutic, diagnostic, drug targeting/cytotoxic antibody), diagnostic and/or prognostic 

marker, gene therapy (gene delivery/gene ablation), research tools, tissue regeneration in vivo 
and in vitro of all tissues and cell types composing (but not limited to) those defined here. 

The NOV1 nucleic acids and proteins of the invention are useful in potential 
therapeutic applications implicated in cancer including but not limited to various pathologies 

30 and disorders as indicated below. For example, a cDNA encoding the a cub and sushi domain- 
containing protein-like protein (NOV1) may be useful in gene therapy, and the a cub and sushi 
domain-containing protein-like protein (NOV1) may be useful when administered to a subject 
in need thereof. By way of nonlimiting example, the compositions of the present invention 
will have efficacy for treatment of patients suffering from cancer, obesity, inflammation, 
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hypertension, neurological diseases, neuropsychiatry diseases, small stature, obesity, diabetes, 
hyperlipidemia and other diseases, disorders and conditions of the like. The NOV1 nucleic 
acid encoding the a cub and sushi domain-containing protein -like protein of the invention, or 
fragments thereof, may further be useful in diagnostic applications, wherein the presence or 
5 amount of the nucleic acid or the protein are to be assessed. 

NOV1 nucleic acids and polypeptides are further useful in the generation of antibodies 
that bind immuno-specifically to the novel NOV1 substances for use in therapeutic or 
diagnostic methods. These antibodies may be generated according to methods known in the 
art, using prediction from hydrophobicity charts, as described in the "Anti-NOVX Antibodies" 

10 section below. The disclosed NOV1 proteins have multiple hydrophilic regions, each of 
which can be used as an immunogen. In one embodiment, a contemplated NOV1 epitope is 
from about amino acids 400 to 450. In other embodiments, a NOV1 epitope is from about 
amino acids 500 to 600, from about 1000-1 100, from about 1500-1600 and 2500-2800. These 
novel proteins can be used in assay systems for functional analysis of various human 

1 5 disorders, which will help in understanding of pathology of the disease and development of 
new drug targets for various disorders. 

NOV2 

A disclosed NOV2 nucleic acid of 1464 nucleotides (also referred to as cg-1 18733234) 
encoding a novel myelin-like protein is shown in Table 2A. An open reading frame was 
20 identified beginning with an ATG initiation codon at nucleotides 334-336 and ending with a 
TGAcodon at nucleotides 1071-1073. 

Table 2A. NOV2 nucleotide sequence (SEQ ID NO:5). 

CAAAA(^CAAAAAAGAATAAA 

CCCTCCTCTCTTTGACCTCTTATTAACCGTCCACC 

CACCACTGATTAGTCATAACCGGTATTACCCCTATCTACT 

GATATCCCAACCGATATTTGTCTGTG 

CGTATCACGTGTGGCAAACATTCAAATTCTCCT 

GCAAAGATGAATCAAAAAGTATCTTTTTGCT 

TTGAAAGGGGAAGTCATGAGTCTCTTATGAGACTTCCT 

TCAATAAATAAGTGGTTCCTAAAGTCTTTACTG^ 

AGCTCCACTTTCTCTGACAGGCTOTAGCTGCCAGT 

TTGTGTCATACAGACTTTCATCAATAT 

AAGCCTCGCCATACACGCCTCTTCCTCCTCCT^ 

TAGCC&GACCTGCTCCTCreCTTCAGC^ 

CCACGGCTGAGGGCACAAAGACAAGGATGGAAAGAAGGGC 

TTCTGTGACTGTTAGCTCTGTCATGGGAATATTAT 

AATGTCCC^TTGTCCTTTATGGTAGGGTTGCTTATACTTATAGATGCATCCCCTTTC 
CCCAGGAAATCCGATCCCGAAATGTGCCTGCTGTGGTTO 

TACTGTGTGGCTGCTGCTGGGAGGGCGATATGTCCAGTCTATAGTAAGCTTGTCAGTGACATCTGAAGTT 
GACTTGAAAGTGCATTTCAACTTGATCTTTTCTC 
CCAAGGAAAAGACGATATAAACACCCTGGAAGAACAGGArcC^ 
GCTTCCAGCTGCTCCTCTCTGCTGCATCCCGGCAGCTCT 

CGGTAACGACTACAGGTAACACCGGAAGTGACGTCAGAGCAGGAGGCCGAGAGACAACTTAAAT 
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The disclosed NOV2 nucleic acid sequence, localized to chromsome 1 1, has has 175 of 
283 bases (61%) identical to a gb:GENBANK-ID:AF030455|acc:AF030455.1 mRNA from 
Homo sapiens (Homo sapiens epithelial V-like antigen precursor (EVA) mRNA, complete 
5 cds). 

A NOV2 polypeptide (SEQ ID NO:8) encoded by SEQ ED NO:7 has 246 amino acid 
residues and is presented using the one-letter code in Table 2B. Signal P, Psort and/or 
Hydropathy results predict that NOV2 contains a signal peptide with the most likely cleavage 
site between positions 31 and 32 (i.e. VFS-LE). A NOV2 polypeptide is likely to be localized 
10 to the endoplasmic reticulum (membrane) with a certainty of 0.6850. In other embodiments, 
NOV2 may also be localized to the plasma membrane with a certainty of 0.6400, the Golgi 
body with a certainty of 0.4600, or the endoplasmic reticulum (lumen) with a certainty of 
0.1000. 



Table 2B. Encoded NOV2 protein sequence (SEQ ID NO;6). 

MQQRGAAGS RGCALFPLLGVLFFQGVYI VFS LE I RADAirVTlGYVGEKI KLKCT FKSTSDVTDKIjTIDWTY 
RP PSS SHTVS I FHYQSFQ YPTTAGTFRDRI S WVGNVYKGDAS I S I SNPTI KDNGTFS CAVKNP PDVHHNI 
PMTELTVTERGFGTMLS SVALLS I LVFVP SAWVALLLVRMGRKAAGLKKRS RSGYKKS S I EVSDDTDQE 
EEEACMARLVSVALSAWIQTMKRHIDESLYDTRRVT 

15 ~ ^" ~ ~ ■ ' ^ ~" ' ' ^ ~ '~ " ~ 

The disclosed NOV2 amino acid sequence has 70 of 192 amino acid residues (36%) 
identical to, and 101 of 192 amino acid residues (52%) similar to, the 248 amino acid residue 
pta:SWISSNEW-ACC:P25189 protein from Homo sapiens (Human) (MYELIN P0 
PROTEIN PRECURSOR). 

20 NOV2 is expressed in at least pituitary gland and prostate. This information was 

derived by determining the tissue sources of the sequences that were included in the invention. 
SeqCalling sources: Adrenal Gland/Suprarenal gland, Amygdala, Bone, Bone Marrow, Brain, 
Colon, Coronary Artery, Dennis, Epidermis, Foreskin,Hair Follicles, Heart, Hippocampus, 
Hypothalamus, Kidney, Liver, Lung, Lymph node, Lymphoid tissue, Mammarygland/Breast, 

25 Oesophagus, Ovary, Pancreas, Parathyroid Gland, Peripheral Blood, Pineal Gland, Pituitary 
Gland, Placenta,Prostate, Retina, Salivary Glands, Small Intestine, Spleen, Stomach, Testis, 
Thalamus, Thymus, Tonsils, Trachea, UmbilicalVein, Uterus, Whole Organism. 

NOV2 also has homology to the amino acid sequences shown in the BLASTP data 
listed in Table 2C. 
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- Ciil' m» 'tuP m i tt "TO wJi rj i Tar , 



Gene Index/ 
Identifier 


Protein/ 
Organism 


Length 
( aa ) 


Identity 


Positives 


Expect 


gi| 14250688 |gb|AAH0 

8810.1|AAH08810 

(BC008810) 


(protein for 
IMAGB:394890 
9) [Homo 
sapiens] 


124 


100 


100 


3e-54 


gi| 127719 |sp|P10522 
|MYP0 BOVIN 


(MYELIN 
PERIPHERAL 
PROTEIN) 
(MP?) 


219 


42 


56 


7e-21 


ai 1 2119411 l-nir 1 1 Tift 
053 


myelin protein 
zero - human 






52 


4e-20 


gi|4505243 |ref |NP 0 
00521. 1| 
(NM_000530) 


(Charcot-Marie- 
Tooth 

neuropathy IB); 
Myelin protein 
zero [Homo 
sapiens] 


258 


35 


52 


5e-20 


gi | 14724169 |ref|XP 
042459. 1| 
(XM 042459) 


myelin protein 
zero [Homo 
sapiens] 


248 


35 


52 


5e-20 



The homology of these sequences is shown graphically in the ClustalW analysis shown 
in Table 2D. 
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Table 2D. ClustalW Analysis of NOV2 
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NOV2 (SEQ ID NO: 8) 
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Gi 
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14250688 (SEQ ID NO: 50) 
127719 (SEQ ID NO: 51) 
2119433 (SEQ ID NO: 52) 
4505243 (SEQ ID NO: 53) 
14724169 (SEQ ID NO: 54) 
10 



NOV2 



gi 
gi 
gi 
gi 
gi 



142506881 
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2119433) 
4505243 J 
147241691 



-MQQl 



30 



50 
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70 80 



90 100 
iS-FQflPT 



AVGS|aVTLgiCSFWSSEWVSDD|gSFTWRYQPEGGRDAIS I FHYAKGQPYID 



110 120 
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4505243) 
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Tables 2E-F list the domain description from DOMAIN analysis results against N0V2. 
This indicates that the NO V2 sequence has properties similar to those of other proteins known 
to contain this domain. 

40 

Table 2E Domain Analysis of NOV2 

gnl ) Smart ) smart00406 , IGv, Immunoglobulin V-Type 

CD-Length = 80 residues, 98.8% aligned Score = 50.4 bits (119), Expect = le-07 

Myelin is an important insulating protein which protects nerve cells. Mutation of 
mylein proteins can cause a variety of neurological disorders. Pelizaeus-Merzbacher disease 
(PMD) and spastic paraplegia type 2 (SPG2) are X-linked developmental defects of myelin 

45 formation affecting the central nervous system (CNS). They differ clinically in the onset and 
severity of the motor disability but both are allelic to the proteolipid protein gene (PLP), which 
encodes the principal protein components of CNS myelin, PLP and its spliced isoform, DM20. 
52 PMD and 28 SPG families without large PLP duplications or deletions were investigated 
by genomic PCR amplification and sequencing of the PLP gene. 29 and 4 abnormalities were 

50 discovered respectively. Patients with PLP mutations presented a large range of disease 
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severity, with a continuum between severe forms of PMD, without motor development, to 
pure forms of SPG. Clinical severity was found to be correlated with the nature of the 
mutation, suggesting a distinct strategy for detection of PLP point mutations between severe 
PMD, mild PMD and SPG. Single amino-acid changes in highly conserved regions of the 
5 DM20 protein caused the most severe forms of PMD. Substitutions of less conserved amino 
acids, truncations, absence of the protein and PLP-specific mutations caused the milder forms 
of PMD and SPG. Therefore, the interactions and stability of the mutated proteins has a major 
effect on the severity of PLP-related diseases. (See Cailoux et al., Eur J Hum Genet 2000 
Nov;8(ll):837-845). 

10 A novel hereditary motor and sensory neuropathy (HMSN) phenotype, with partial 

steroid responsiveness, caused by a novel dominant mutation in the myelinprotein zero (MPZ) 
gene has been discovered Most MPZ mutations lead to the HMSN type I phenotype, with 
recent reports of Dejerine-Sottas, congenital hypomyelination, and HMSN II also ascribed to 
MPZ mutations. Differing phenotypes may reflect the effect of particular mutations on MPZ 

1 5 structure and adhesivity. Clinical, neurophysiological, neuropathological, and molecular 
genetic analyses of a family presenting with an unusual hereditary neuropathy were used. It 
was discovered that progressive disabling weakness, with positive sensory phenomena and 
areflexia, occurred in the proband with raised CSF protein and initial steroid responsiveness. 
Nerve biopsy in a less severely affected sibling disclosed a demyelinating process with 

20 disruption of compacted myelin. The younger generation were so far less severely affected, 
becoming symptomatic only after 30 years. All affected family members were heterozygous 
for a novel MPZ mutation (Ile99Thr), in a conserved residue. This broadens the range of 
familial neuropathy associated with MPZ mutations to include steroid responsive neuropathy, 
initially diagnosed as chronic inflammatory demyelinating polyneuropathy. (See Donaghy et 

25 al., J Neurol Neurosurg Psychiatry 2000 Dec;69(6);799-805) 

The disclosed NOV2 nucleic acid of the invention encoding a myelin-like protein 
includes the nucleic acid whose sequence is provided in Table 2A or a fragment thereof. The 
invention also includes a mutant or variant nucleic acid any of whose bases may be changed 
from the corresponding base shown in Table 2A while still encoding a protein that maintains 
30 its Myelin-like activities and physiological functions, or a fragment of such a nucleic acid. 

The invention further includes nucleic acids whose sequences are complementary to those just 
described, including nucleic acid fragments that are complementary to any of the nucleic acids 
just described. The invention additionally includes nucleic acids or nucleic acid fragments, or 
complements thereto, whose structures include chemical modifications. Such modifications 



WO 02/064791 PCT/USO 1/48369 

include, by way of nonlimiting example, modified bases, and nucleic acids whose sugar 

phosphate backbones are modified or derivatized. These modifications are carried out at least 

in part to enhance the chemical stability of the modified nucleic acid, such that they may be 

used, for example, as antisense binding nucleic acids in therapeutic applications in a subject. 

5 In the mutant or variant nucleic acids, and their complements, up to about 39% percent of the 
bases may be so changed. 

The disclosed NO V2 protein of the invention includes the Myelin-like protein whose 
sequence is provided in Table 2B. The invention also includes a mutant or variant protein any 
of whose residues may be changed from the corresponding residue shown in Table 2B while 

10 still encoding a protein that maintains its Myelin-like activities and physiological functions, or 
a functional fragment thereof. In the mutant or variant protein, up to about 64% percent of the 
residues may be so changed. 

The NOV2 nucleic acids and proteins of the invention are useful in potential 
therapeutic applications implicated in neurological disorders, short stature, cancers, especially 

1 5 prostate cancer, metabolic disorders, inflammation and/or other pathologies and disorders. 
The NOV2 nucleic acid encoding myelin-like protein, and the myelin-like protein of the 
invention, or fragments thereof, may further be useful in diagnostic applications, wherein the 
presence or amount of the nucleic acid or the protein are to be assessed. 

NOV2 nucleic acids and polypeptides are further useful in the generation of antibodies 

20 that bind immunospecifically to the novel substances of the invention for use in therapeutic or 
diagnostic methods. These antibodies may be generated according to methods known in the 
art, using prediction from hydrophobicity charts, as described in the "Anti-NOVX Antibodies" 
section below. The disclosed NOV2 protein has multiple hydrophilic regions, each of which 
can be used as an immunogen. In one embodiment, a contemplated NOV2 epitope is from 

25 about amino acids 5 to 35. In another embodiment, a NOV2 epitope is from about amino 

acids 145 to 180. In additional embodiments, NOV2 epitopes are from about amino acids 220 
to 240. These novel proteins can be used in assay systems for functional analysis of various 
human disorders, which are useful in understanding of pathology of the disease and 
development of new drug targets for various disorders. 

30 

NOV3 

A disclosed NOV3 nucleic acid of 5123 nucleotides (also referred to as CG122561227) 
encoding a novel vonWillebrand Factor (VWF)-like and kielin-like protein is shown in Table 

36 



3a. An open reading frame was identified beginning with a ATG initiation codon at 
nucleotides 4951-4948 and ending with a TGA codon at nucleotides 436-434. 



Table 3A. NOV3 Nucleotide Sequence (SEQ ID NO:7) 

GCTTTTTACCATACCAGGGAGCCCACCT 

TTATAATAAATCACCCAGCACCACCTC 

TACATATATTTATCTTGGTAACCTGAGGGCT 

AGGGCCGGCGGCCGCAGGTCACGAAGCCTCCAAGACAGGTACAC^ 

GAACTCCTGGTTACTCAGGTAGGACTCCCC(^ 

CTGGCAGGGAAGGGGCACAGTGCAGGGGCACATGCCTTGGGCTOT 

GGCAGAGGTGGCAGGCAGCAGTGGGCGATGGGAAGCXjCTCCCCGCTGGCA 

GCAGCCGTCGCAGGAGGGGCAGCAAGGCCCCTGGCGCX3GGTGCXXXr 

CGCTGGCAGGACACGGAGCCGTCGAGGCAGAGGCAGCGGCGGCA^ 

CCTGGTGGCGGGCGTGGGCCGCX^CGGGCCGTGGG 

GCGCATCAAAGGGGCCCAGGAACAGGCCTCCGAGGGGACCCCC^ 

CCTACCTGGGCACTGCGGGCAGCACTCTCCC^^ 

GGTCAGAGGGGTGGGGGAAGTCCGtfTTCCGCTGG^ 

GTTCGGGCAGCAGKSTCCCAGGCAGCGGGTGGGCACAGGGC^^ 

GCATGGCCTTCCTGGCATCGGCACTCCTGGCAGGGGTttCGGGGG^ 

ACACCTCTTCCTCCAGGATGCAGTCTGGGGGGTAGGGGGGTGGGGGCCCTAGCGTC 

AGTAGTTACTGGGCACCTGGGGCAACACTGGCCTGGTCCACrrCTGGOT 

CAGTCAACCAAGGAGCATGTCACAGTTCCATCCT 

TGAAGTTCTGCCCATTGGCATACACTTGGCTGTGGTAGGTGCAGCT 

AGGGK3GCTGGGTGGGGTGCTGGCAGGGGGCTGGGGGGCAGAGC^ 

TGACAGACGCAGGCGGTGC^GGGCCGACCATC^GGCTCCCACTGGACTCCCTCAGCAAACTCCT 

CCAGCTCACAGGCTGGGCAGAGCTGGCXXjCCAGAGGCAGGCAGGG 

CTCCTOKAGGAGACCTCGCCAGCCT^ 

GTCTCCTGGCTCTGATACTGGTGTCCOT^ 

CTCGCGGTCCCGCCGCGGCGCTGCCGCCTGCCGC^ 

CTGCTGCGCCGOSCTTAAGCCra 

GCCTCCTGCTCCCCCGGTGCGGGGCCCACTCC^GGGCCCTGCAGCCCGTGCGGATCGCGCT 

GGGGCCCCGGAGAGCCCCGAGGAGCCCCTGCTGCCCGGATACCTC^ 

GCTCCGK3CTCCGCGACCrGK3GAGCCGCCG 

CCTCCCGGGCGGCCCCC^GCTTTGCC^CCGCCGGTGCC^CCTTTGTGGCTCGCCT 
CGTCAGCGTGGTAGTCCTTCTCCGGAGGTTTGGGCT 

AGGGACCCGCAGGAGTCCCTCGGATGGGCTGAGGGGTCTCCGCTTTCTGATCCTC 
GACTCAGGGGTGTCCATCCTTGGTGGTCTTTGAAGTTCT 

CCAGCCCTTCAAGGGCATCTTGGGAAGGCAGGTTTTGGGAGGGCAGGTCCCCCG^ 
AGTGAGCTTTCTTTTCTGGGTCTCAGGCTCTGCCTCACT 
TCAGGGTCCC(^CCTGTGCTACCACCTGGCTGACAGCACTGGCTCCATC 
GACCGAAAAACTGGGCCTGGGGTGGCCAGAAGAGGCC 

CAGGAGCTGCTCCTGGGCCCGCCGGCTCCACTCCATCTGCAGCAGTACAGGGGG 

GGATACCCGCGGCCCTCTTGCACGCAGTGGGCTGCCAGCTCCCCCAGGGGGATATGCTG^ 

TGCGG^GAGAGGGTGGGCCGCACTGATC^ 

CGTGGGGCCTCGCCAGGTAGGTGTCACTCCTGCCTGGCGACAGTGACTGGOT 

CAGAGGCAGGCATCAGCGGAGGAGCCAGGGCCACAGGCACACAGGTCAT^ 

GCTCCGGTGGCACCACAGCATGGCAGCGACTGAAT 

CTCACGCCTGGCACGGTAACCTGCTGCCCGGCACGGATCCACCTCT 

GGCCACAGCCCCTCTGAGACCTGCCAGCTATTCC 

GGCCCTGCAGATCGTCCTGGGCAAAGCCATTGAAGTTCCCA^ 

GCCAGGTACGCTCACCTCCACCTGGGACTGCCCATCCCACAGCAC 

ATCACAGTGTGTCCTCGCAGCTCCACATACAGCAGCGG^^ 

CATCC&CCGTGACTGCCCCGTCCTGCAGCA^^ 

GGTCCAGGCCACACTGCTCCGGCCCCGGTCATCATTGGTCACGTGCACACTC 

TCCTTGGCC^GCACATAGCTGCAACT 

GGTCTCCGAAGGCCATGCAGGAAGCGGGCCGAGGCAGGCM 

AGGGGCCTTGTCGGGGCCACACGAGAGCGGTGAGCAGOT 

CAGGAGCAGCTGGTGCAGGTGTCCACAGTCCAGCGCTCT 

AGGACTGGGTGGGAGCTTGGCATCGCTCACAGCAGCTGTCAGCCTGGGGCACCTO 
GCAGGAGAGGGCCTGGCACTCCTCGAGGTGGCACTCCACATGGCCCCGATGGCAGGTGCAGGCGATGCAC 
GCATTGCTGGGGTCCCGCCAGCTCTCTCCATCTGCCACTCTCCGGCCCT 
GG^TACGGGGC^GCAGCTCCCAGGGGGAGTGTGGCGCT 

CTGGTGGATGCAGAGCCATGTCAGGTCCTGGCACTGGCACGTGTAGCAGGGGTCTGGTGG© 

GATCCCAGCAGGCCCTCTGAACAGTTACTCAAGGCCTCGGCACAGGTGGGAC^ 

GGGGCAGGAGCTGGCTGGGGGGGCAGCCCACCAGGCTGGGACACTGCCGCG 
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AGGCCCCTCAGGCTGTGGCTCGCAGATGCACACTTCACAGGGGTCTGCCCCAGGCTGGAAGCTCTCCCCA 
GGCTCGTACTTCCGGCCCTCATG_^ 

GCTGGGCGC_AGAGCTGATGCACT_GATGCGTGCACAGGTGACGAC^ 

GCAGGCACTGTCGGGGOWCACC^^ 
CTCAAGACCAAGCTCCAGGCAGCAGGCACTCCC^^ 

CAGCTGTGTCATAAATGCATGTGGACCAGGTGAATGGCTCCATCGCTAA.CCATC 
GTCTCTCCGGGCCTCA.GTCTCCICATCTGTTAAATGGGGATTTCCTCTGTCCTGCCT 
AGTGAAATGCTATGACAGTTCTGTGGTTCTGTAGAAACACCACCACACTGCGCAG 
GGCAGTGGGCAGGCTAAGAAAGGCTCAAGTTCAGAGCCA^ 

CCTTCTCTACCTCrCTGTACCTCCACTTTCTCGTCTGTAAAATAGGAGGACTAAGAGTGOT 
AGTTGTTGTGCTGATTAAATGAGATAATACACGTAAAGTGCTCAGGGC^ 

TGAATGTCAGGTATCTTGATGATGATGATGATGGTGGTGATGATGATGATGATGATGAATGGGGTGTGGT 
TAGGAAGAGGGGC 



The disclosed NOV3 nucleic acid sequence maps to chromosome 7 and has 1074 of 
1729 bases (62%) identical to a gb:GENBANK-ID:AB026192|acc:AB026192.1 mRNA from 
Xenopus laevis (Xenopus laevis mRNA for Kielin, complete cds). 

5 A disclosed NOV3 protein (SEQ ID NO.10) encoded by SEQ ID NO:9 has 1497 

amino acid residues, and is presented using the one-letter code in Table 3B. Signal P, Psort 
and/or Hydropathy results predict that NOV3 does have a signal peptide, and is likely to be 
localized to the nucleus with a certainty of 0.6000. In other embodiments NOV3 is also likely 
to be localized to the mitochondrial matrix space with a certainty of 0.4270, to the 

10 mitochondrial inner membrane with a certainty of 0.1047, or to the mitDchondrial inner 
membrane space with a certainty of 0.1047. The most likely cleavage site for NOV3 is 
between positions 43 and 44, (CLA-HG). 



Table 3B. Encoded NOV3 protein sequence (SEQ ID NO:8). 



MEPFraSTCIYDTAAACQVC_RC ^^ 

OTCARIQCTSSCAQPRC^PHDCCPQCSDCE^^ 

CPSLVGCTPSQLLPPC^ 

SERHTPPGSCCPVCRECVVEAEGRRVADGESW-PSNACIACT 

ADSCCERCQAPTOSCVHQGREVASG 
RC_PRPASCMAFGDPHYRTFDGRI_HFQSSCSY^ 
MAVRI_QDGAVTVDGHPVA_PF_QEPI_YVE_RGHW 
CGNFNGFAQDDLQGPEGLLLPSEAAFGNSWQVSEGL^ 

SSPFSRCHAVWPEPFFAAOTTOLCACGPGSSADACLCDALEAYASHC^QAGVTPTWRGPTLCVVGCPLE 

RGFVFDECGPPCPRTCFNQHIPIX3EIAAHCVQEGRGYPPG_ELPPVLLQMEWSRRAQEQI_V_ 

ELGLFWPPQAQFFGPRGQAQQAWSQCCQPGGSTGGDPEQPDIAQREERSEAEPETQKRKLTPGTPGPGMj 

PSONLPSQDAI_GI_SDPHLGQERAEIjQRPPRM3TPESERRT_RIRKRR 

OGEPKPPEKDYHADAEHDQPJ^^ 

GIRAAGAPRGSPGPPGI_RDPHGLQGPGVGPAPGEQFALKAAWPAPLSTAKAPAGLSAAOI3VTALQRI_E 
IfiSAA(>3__AOTRAAAA^ 

LPASGRQLCPACELDGEEFAEGVQWEPDGRPCTACVCQDGVPKCGAVLCPPAPCQHPTQPPGACCPSCDS 
CTYHSQVYANGQNFTDADSPCHACHCQnGTVTCSLVDCPPTTCARPQSGPGQCCPRCPVTTAPRPTTLGP 
PPPYPPDCILEEEVFVDGESFSHPRDPCQECRCQEGHAHCQPRPCPRAPCAHPLPGTCCPNDCSGCAFGG 

KE_PSGADFPHPSDPCR_CRCI_I_CC^ 
AGCPRPGAAHARHQEYFSPPGDPCRRCLCLDGSVSCQRLPCPPA^ 
GERFPSPTAACHLC_CWEGSVSCEPKA(_\PA_CPFPARGDCCPDC 
CTCLGGFVTCGRRPyGPLEKNYRI PRF 
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The disclosed NOV3 amino acid has 359 of 642 amino acid residues (55%) identical 
to, and 457 of 642 amino acid residues (71%) similar to, the 2327 amino acid residue 
ptnr:SPTREMBL-ACC:Q9IBG7 protein from Xenopus laevis (African clawed frog) 
(KIELIN). 

The NOV3 sequence is predicted to be expressed in the Adrenal Gland/Suprarenal 
gland, Amygdala, Aorta, Bone, Bone Marrow, Brain, Cerebellum, Cervix, Chorionic 
Villus.Cochlea, Colon, Dermis, Epidermis, Foreskin, Hair Follicles, Heart, Hippocampus, 
Hypothalamus, Kidney, Liver, Lung,Lymph node, Lymphoid tissue, Mammary gland/Breast, 
Muscle, Myometrium, Ovary, Pancreas, Parotid Salivary glands^ituitary Gland, Placenta, 
Prostate, Proximal Convoluted Tubule, Small Intestine, Spinal Chord, Spleen, 
Stomach,Substantia Nigra, Testis, Thymus, Thyroid, Tonsils, Umbilical Vein, Urinary 
Bladder, Uterus. 

NOV3 also has homology to the amino acid sequences shown in the BLASTP data 
listed in Table 3C. 
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Table 3C. BLAST results for NOV3 





Gene Index/ 
Identifier 


Protein/ 
Organism 


Length 
(aa) 


Identity 
(%) 


Positives 
(%) 


Expect 


gi I 7768636 | dbj |BAA9 
5483. 1| (AB026192) 


Kielin 
[Xenopus 
laevis] 


2327 


55 


70 


e-177 


gi| 9864185 |gb|AAG01 
337.1|AF288223 1 


Crossveinles 
s 2 

[Drosophila 
melanogaster 
) 


751 


32 


44 


4e-69 


(AF288223) 


gi I 7291288 |gb|AAF46 


CG15671 gene 
product 
[Drosophila 
melanogaster 
] 


555 


32 


45 


3e-55 


719. 1| (AE003453) 


gi 1 12851935 |dbj | BAB 


Putative 

protein/mou 

se 


452 


34 


48 


le-51 


29213. 1| (AK014221) 


gi| 12667418 |qb|AAK0 
1435.1|AF332979 1 


Sonadhesion 
variant 
5 /human 


2501 


34 


47 


2e-39 


(AF332979) 



The homology of these sequences is shown graphically in the ClustalW analysis shown 
in Table 3D. 
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Table 3D. ClustalW Analysis of NOV3 



i) 

2) 
3) 
4) 



NOV3 (SEQ ID NO: 10} 



9i 

gi 
gi 



7768636 
9864185 
7291288 



(SEQ ID NO; 55) 
(SEQ ID NO: 56) 
(SEQ ID NO: 57) 



39 



gi 1 12851935 1 
gi j 12667418 1 



N0V3 



gi 
gi 
gi 
gi 



7768636| 
9864185) 
7291288 j 
12851935) 
12667418 



<SEQ ID NO: 58) 
(SBQ ID NO: 59) 

10 20 
....|....|....|..-.|~..|....|. 

MEPFTWSTCIYDTAAACQVCGR- 

MNTLLWTILIjPLLFSFCVCQQPEHQDIiEMS - 



30 



50 



MVP P VWTLUjL VGAALFRKE KP PDQKL WRSSRD^TYVLTQCDFEDDAKPIi 



60 



80 



90 



100 



NOV3 



gi 
gi 
gi 
gi 
gi 



7768636] 
9864185) 
7291288) 
12851935 
12667418 



CGLHWAWAAWSLVfcPJVGOAHGEEHPEGSR 

VQ YYDDNV I DLLEALNVTRS VKG VTKAKGS D PAS P AWKFRQRVPHIiTIjP R 



CDWSQ VSADDED WVRASGPS PTGSTGAPGGYPNGEGS YLHMESNSFHRGG 



150 



N0V3 



gi 
gi 
gi 
gi 
gi 



7768636 

9864185 

7291288 

12851935 

12667418 



NOV3 



gi 
gi 
gi 
gi 
gi 



7768636 

9864185 

7291288 

12851935 

12667418 



110 120 130 140 

CARIQCISSCAQPRQGPHDCCPQCSDCEHEGRKYEPGESFQPGADPCEVC 
DY S VYLLS TTQ ES - LGLH FVAKQ AKNNRGTLVAFLS PAAT KI DGRPLLRIj 



VARIiLSPDLWEQGPLCVHFAHHMFGLSWGAQIiRLLLIiSGEEGRRPDVLWK 
160 170 180 190 200 

ICEPOP-E GPPSLRCHRRQCPSIiVGCPPSQLLPPGPQHCCPTCA 

I S DTHTDQLYFE YRTAQTME P ASIjHFPGS S PFSGS QWARVALNVNTHKVT 

HWNTQRPS WMLTTVTVPAGFTLPTRLMFEGTRGSTAYLDIALDAIiS 

210 220 230 240 250 



N0V3 



gi 
gi 
gi 
gi 
gi 



7768636 

9864185 

7291288 

12851935] 

12667418 



EALSNCSEGLLGSEIiAPPDP 

LFLDCEEP WFGKEGAEEMLS LI IiPLDIiE ITFA- 



-STPSDKESK 



NOV3 



gi 
gi 
gi 
gi 
gi 



7768636 

9864185 

7291288 

12851935) 

12667418) 



I RRGSCNRVCMWQTCS FDI PNDLCDWTWI PTASGAKWTQKKGSSGKPGVG 

260 270 280 290 300 

....|. ...|....|....|. — I 
CYTC^CQDLTWIX:iHQACPELSCPLSEPJlTPPGSCCTVCP^CVVEA 

FLGYWQTAE IS PTGFTRRPWHCENRSDSLPLPYSLSGERO^IEDEE IQREP 
PDGDFSSPGSGCYI^IiDPKNARPGQKAVIiliSPVSIiSSGCLSFSFHYILRG 



340 



350 



N0V3 



gi 
gi 
gi 
gi 
gi 



7768636 

9864185 

7291288 

12851935 

12667418 



310 320 330 

EGRRVADGESWRDPSNACIACTCHRGHVECHLEECQALSCPHG W 

RAPDLSDTDHYQ^O^SEVPAQLLAKDDPXQPJjEEAVKGLTNMIDMIKSQN 



QS PG-AALH I YASVLGS I RKHTLFS GQPG PNWQAVS VNYTA VGRI QFAW 

380 390 400 



360 



370 



NOV3 



gi 
gi 
gi 
gi J 
gi 



7768636 

9864185 

7291288 

12851935 

12667418 



390 

...|....|....| 

AKVPQADSCCERCQAPTQSCVHQGF^ASGER 

ADLQARV I ALE S CBCRRSTC VWED KE YQD S ETWKKDACN I CVCVGGS VTC 



GVFGKT PE PA VA VDATS lAPCGEGFPQCDFEDNAHPFCDWVQTSGDGGHW 



410 



420 



430 



440 450 
.|.. ..).... | 



NOV3 



QSQRCSPLSCG- 



- PDKAPALS PGSCCPRCLPRPASCMAFG 

40 
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PCT/US01/48369 



NOV3 




7768636 


gi 


9864185 


9i 


7291288 




12B51935 


gi 


12667418 



NOV3 


gi 


7768636 


gi 


9664185 


gi 


7291288 


gi 


12851935 


gi 


12667418 



NOV3 

gi 
gi 
gi 
gi 
gi 



7768636 | 
9864185) 
7291288) 
12851935 
12667418 



NOV3 

gi 
gi 
gi 
gi 
gi 



7768636) 
9864185) 
7291288) 
12851935 
12667418 



NOV3 


gi 


7768636 


gi 


9864185 


gi 


7291288 


gi 


12851935 


gi 


12667418 



NOV3 


gi 


7768636 


gi 


9864185 


gi 


7291288 


gi 


12851935 


gi 


12667418 



NOV3 



gi 
gi 
gi 
gi 
gi 



7768636 

9864185 

7291288 

12851935) 

12667418 



NOV3 




gi 


7768636 




gi 


9864185 




gi 


7291288 




gi 


12851935) 


gi 


12667418] 



SVRKDWPQCLGC- 



- FHEGRNYNNKD I FS VGP CMS C I CQSGEVS CTP 



ALGHKNGPVHGMGP AGGFPNAGGHY I YLEADE FSQAGQS VRLVS RPFCAP 
460 470 480 490 500 



.|....|....| 



DPHYRTFDGRLLHFQSSCSYVLAKDCHSG D F S VHVTNDD RGR 

KLCPPVTCSDPVTLPNECCPLCATGCSDGHKEGOT 



GD I CVEFA YHMYGIXsEGTMLELIJjGS PAGS P P I PIi WKRVGSQRP YWQNTS 



510 



520 



530 



540 



550 
I 



SSVAWTQEVAVLLGDMAVRLLQIX^VTVDGHPVAIiPFIKJEPLLYVELROT 
I SCEREQCPELTCLKRHTP PGQCCAKCQQGCEYEGL 1 YRNGDYFLSQSNP 



VTVPSGHQQPMQLIFKGIQGSNTASWAMGFILIMPGTCPVKVI,PBIiPPV 



560 



570 



580 



590 



600 
I 



TVILHAQPGLQVLWDGQSQVEVSVPGSYQGRTCGLCGNFNGFAQDDLQGP 
CVNCSCLNNLVRCLPVQCPLPACTNPVP I PGQCCPSCP VCELDGHPLI PG 



S P VSS TGPS ETTGLTENPT I STKKPTVS I EiCP S VTTEKPTVP KEKPT I PT 
610 620 630 640 650 

--••|....|....|....|....|....|....|....|....|....| 

EGLLL PS EAAFG NSWQVSEGLWPGRPCSAGREVDPCRAAGYRARRE 

QNVTTKDGCRLCSCQDGKVQCTESVQCPHI CTHGVRSNS CCLDCS ACEMH 



EKPTI STEKPT I PSEKPNMPSEKPTI PSEKPT ILTEKPTI PSEKPTI PSE 

660 670 680 690 700 

....|...-|....|-..|....|..-.|....|..-.|....|....| 

ANARCG VLKS S - -PFSRCHAVVPPEPFFAACVYDLCACGPGSSADAC 

GDI I PNGL-TFQGNMDPCESCTCQDGNVHCVRVSCPELSCVLHEKI PGEC 



KPT I STEKPTVPTEEPTTPTEETTTSMEE P VI PTEKPS I PTE KP S I PTEK 

710 720 730 740 750 

LCDALEAYASHCRQAGVTPTWRGPTLCWGCPLER- -GFVFDECGPPCPR 
CSQCQSCMIX5TVKRKHGEEWKPQGDPCQSCRCLEGRVQCRKRHCAALCRN 



PT I SMEET I ISTEKPTI SPEKPT I PTE KPT I PTEKSTI SPEKPTTPTEKP 

760 770 780 790 800 

TCFNQHIPLGELAAHCVQEGRGYPPG- 
PLPPRPGTCCPMCDGCLYNGRSY 



....|....|....|....| 
-LELPPVLLQMEWSRRAQEQ 
- LNGQP VRSTDQCNRCFCEN 



T I PTEKPT I S P E KPTTPTEKPT I S PE KLT I PTEKPT I PTEKPTI PTE KPT 

810 820 830 840 850 

LLWDLELLTGVELGLFWPPQAQFFGPRGQAQQAWSQCCQPGGSTGGDPEQ 
GNVQCEPIACPQAPCRNPVRRTGECCPRCEGCEYDSRHFAEGWFTTAHD 



ISTEEPTTPTEETTISTEKPSIPMEKPTLPTEETTTSVEBTTISTEKXjTI 
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N0V3 


gi 


7768636 


9i 


9864185 


gi 


7291288 


gi 


12851935 


gi 


12667418 



N0V3 



gi 
gi 
gi 
gi 
gi 



7768636 

9864185 

7291288 

12851935) 

12667418 



860 870 880 890 900 

PDLAQREERSEAEPETQKRKLTPGTP-GPGDLPSQNLPSQDALEGLGSDP 
PCLQCTCLSGBVS(^HI^RKCPPSQCSHPGKAAGQCCPSCDVCDFEGILY 
MCCQS SGQWKFPAQQP 



910 920 930 940 950 

HLGQBRAELQRPPRMDTPESERRTLRIRKRRPIjSPSEGIiLRVPES -TDSK 
TDRQTPQPPGHGPCLKCFCT IGNVRCVEETCP PAPCPNPVRDPEQCCP VC 
RKSLASRRRHTG 



TEKXiTIPTEKPTISPEKPTISTEKPTIPTEKFTIPTEETTISTEKLTIPT 



960 



970 



980 



990 



1000 



.|....|....|. 



N0V3 



gi 
gi 
gi 
gi 
gi 



7768636 

9864185 

7291288 

12851935 

12667418 



ACGG^EPKPPEKDYHADAEHIX^RRATKVGTGGGKAGGRPGGGVGCAYP- - 
KVCVQIX^FLEGIEWELIXJNPCSSCTC^GiyrVCGVSECPPVSCLHPTR 
FRPSTQLL I L I AVtiLALLQGRTVDAGAGDSLSG VRQS 



EKPT I SPEKLT I PTEKPT I STEKPTI PTBKLT I PTEKPT I PTEKPTI PTE 



1010 



1020 



1040 



1050 



N0V3 

gi 
gi 
gi 
gi 
gi 



7768636 
9864185 
7291288 
12851935) 
12667418 | 



1030 
..|.. 

PEAPGPAAAPRSRSRSRDASDP 

REGECCPVCDS CS YNQRLYSNEQI FTDPDNPCQ1 
CSNEGEE VQLKNQPQ I FT CFKCE( 



KLT ALRPPHPS PTATGLAALVMS PHAP STPMTS VI LGTTTTSRSS TERC§ 




1060 



1080 



1090 



1100 



N0V3 



gi 
gi 
gi 
gi 
gi 



7768636 

9664185 

7291288 

12851935) 

12667418 




1070 
|....|.. 

PG 

[CPDCRYQDQ I FIjEGEQFSNPIjNQCQECWCRDGH 



.|....|....|. 



PNARYESCACPASgKS PRPS CG 
1110 1120 



1140 



1150 



N0V3 



gi 
gi 
gi 
gi 
gi 



7768636 

9864185 

7291288 

12851935 

12667418 




N0V3 



gi 


7768636 


gi 


9864185 


gi 


7291288 


gi 


12851935) 


gi 


12667418) 


N0V3 


gi 


77686361 


gi 


9864185) 


gi 


7291288) 


gi 


12851935 


gi 


12667418 



-PL<^GCVCNPGFLFSDNHCIQASSC*#$^ 

1160 1170 1180 1190 1200 

apag&saaqqvtalWr 1 I*EL 

O^Hc|kG^CIiAQSgPPLIiCAEPFPVPGECCPQCPVPPADCPg 
TYKCf&V- 

TYKqvk' 





crcwpgsrJSecq i s53g 

1210 1220 



- thtvcqlkngq ygchpSSgtatc 

1230 1240 1250 



AAAG- 



HMQRFYDPSDKCRDCICNNGTVTCQRKPCAPTPCLHPL 

__ _ Hprpgeccp 

qj-q gPRPGECCPjl 

lvygdphyvtfdgrhfgfmgkcty iiiAQP cgnste^ffrvtakneeqSq§ 




1280 



NOV3 

gi | 7768636 
gi 9864185 
gi 1 7291288 



1260 1270 
.|. ...)....) 

hqyqsqetfrlqerg] 
elangeqfpqpsdp-I 

das i ddrSl vSqHrg' 
3 iddrBlvBqBrgt^ 





1300 



42 



WO 02/064791 

gi | 12851935 | 
gi j 12667418 I 



NOV3 


gi 


7768636 


gi 


9864185 


gi 


7291288 


gi 


12851935 


gi 


12667418 



NDV3 



gi 
gi 
gi 
gi 

gi 



7768636 

9864185 

7291288 

12851935) 

12667418) 



N0V3 



gi 
gi 
gi 
gi 
gi 



7768636 
9864185 
7291288 
12851935) 
12667418 j 



NOV3 


gi 


7768636 


gi 


9864185 


gi 


7291288 


gi 


12851935 


gi 


12667418 



NOV3 


gi 


7768636 


gi 


9864185 


gi 


7291288 


gi 


12851935 


gi 


12667418 



NOV3 



gi 
gi 
gi 
gi 
gi 



7768636) 

9864185) 

7291288) 

12851935) 

12667418 



NOV3 



gi 
gi 
gi 
gi 
gi 



7768636) 
9864185) 
7291288) 
12851935) 
12667418 | 



NOV3 




gi 


7768636 




gi 


9864185 




gi 


7291288 




gi 


12851935) 


gi 


12667418) 



PCT/US01/48369 



GVS CLS KVYVTLPE STVTLI^GRRTLVCXK3QVTLP AI0S KGVE^GASGRF 

1330 1340 1350 



1310 
..|... 



1320 
..)... 



CKECQDCXJYFQBVYLNGQEFSAPBDSCSRCVCADGFVTCSKKPCYKAGCT 

VELOTEFGLRVRWDGDQQLYVTTVSSTYS 

1360 1370 1380 1390 1400 

:; ..|. ...).... |....|... .|....|....|....|....|;...| 

HPSTPPGKCCPVCDGCSYNGDALINSQSVPDPSNPliCSECTCRAGSVQCV 

GSPAGDKEELGNSWQTDQDEDQECQKYQWNSPSCDSSLQSSMSGPGFCG 

1410 1420 1430 1440 1450 

RKLCG PTS CPHP VTG PCDCP I CQGCHFQGHNY I DGEVFT SAQS QCEQCRC 

RLVDTHGPFETCLLHVKAAS FFDSCMliDMCGFQGLQHLLCTHMSTMTTTC 

1460 1470 1480 1490 1500 



1480 

....)....).. ..)... .|....). ...|.-.-|. 
MRGHVTCGPRPCDQVTCPHPAEDPCMCPVCDGCNYSGRDCTNGESFPDPE 



1490 
..|... 



QDAGHAVKPWREPHFCPMACPPNSKYSLCAKPCPDTCHSGFSG - 
1510 1520 1530 1540 



1550 




jKRPE 
MFGSEKSIF__ 
-gFCSDRgVEAgECN- 



I 



1560 



1570 



1580 



1590 



1600 



QSGDTFHPPGDLCTKCSCQNEMVNCQRVRCSQECSHPVIiSPASSCCPVCD 

QNHSFLPVPG 

__ QNHSFLPVPG 



- PGFVLSGLECI PRE 



1610 1620 1630 1640 1650 

.|....|....|....| 

-LDGEEgAEGVjggEP D 

"rSTSDPCQRCVCUX3SVTCTHVVCPYVSCANP 
JPEKTjCJgMP- 
SPEK 
DNGA 




SCIiHPAGSYgKVGERWYKP - - 
1660 1670 



1680 

....|....|....|....|....|....|.. 

~-G RP 

ITKPGQCCRECPVCRYQGKEFSEGAHWVP1 



N0V3 



1710 
■I 



1720 




1700 



1750 
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7768636 






98641B5 






7291288 






12851935) 


CSH1 


12667418) 


R@Ri 



tGCVYNGREYRDNSNWLSSSDHCMS 




1800 



NOV3 

gi 
gi 
gi 
gi 
gi 



7768636) 
9864185) 
7291288) 
12851935) 
12667418) 



CMC^VTTCSKLQCITSCTNQITIPGECCPVCADCISNSKVYLPGDSW 



LTRPCWSRSQDSYFVVSATNEmGGILEVSYIKAVHVTVFDLSISIJLRGC 



1810 



1820 



1830 



1840 
..|... 



1850 



NOV3 



gi 
gi 
gi 
gi 
gi 



7768636) 
9864185) 
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44 



WO 02/064791 



NOV3 



gi 
gi 
gi 
gi 



7768636) 
9864185] 
7291288 | 
12851935 | 
12667418 



NOV3 



gi 
gi 
gi 
gi 
gi 



7768636 

9864185 

7291288 

12851935) 

12667418 



NOV3 



gi 
gi 
gi 
gi 
gi 



7768636 

9864185 

7291288 

12851935 

12667418 



NOV3 

gi 
gi 
gi 
gi 
gi 



7768636 I 
9864185 I 
7291208/ 
12851935 | 
12667416 



NOV3 



gi 
gi 
gi 
gi 
gi 



7768636) 
9864185) 
7291288) 
12851935) 
12667418 j 



NOV3 


gi 


7768636 


gi 


9864185 


gi 


7291288 


gi 


12851935 


gi 


12667418 



NOV3 



gi 
gi 
gi 
gi 
gi 



7768636 

9864185 

7291288 

12851935 

12667418 



NOV3 



gi 
gi 
gi 
gi 
gi 



7768636| 
9864185 j 
7291288) 
12851935) 
12667418) 



NOV3 



gi 
gi 
gi 



7768636 
9864185 
7291288 



2160 



2170 



2180 



PCT/US01/48369 



2190 2200 
>£GADF 



PF 




3HPSDP Ci 

j FLKEP YI 

jYFWAGGQI 
j YFWAGGQ] 

j CHTPH PHID] 

JaISQIPG gsVKSySlY! 



2260 



2270 




£LAAA AP APAGC P§P 
T< 

tg; 

IGG] 

WMPSDEVANS-- 




2280 2290 2300 

h q-b%fs ppgd: 

[SSNDSjSSSCW 

P] 

iSNEl 
fKDIDPSCQSLL 




2310 



2320 



2330 



2340 



2350 




-R 

DVDPCKQAG 
2FLAATP 
- -jR|KR£FLAATP 
QR5QPVPBLCQGT 
VDEQQ I PAEQQENPSGNCRAADJ 



2360 



2370 



2380 




2400 



LVI^ANl^^gFGGLYQALgQj 
2410 2420 



2430 



.).... |....|. 



•|. 



2440 
•I- 



1. 



2450 



A^gSccPDCDGHeYLGBSYLsP -QEFPDPR 

CPI^RGYVFDEgGPPCPKTdffl Kb-VPLGVlJp 

ATLSSFKGNQFYGDPSliRM KGRRQKNHQLRLQLQQEo 

WJ^RgATLSSFKGNQFYGDPSg|RM KGRRQKNHQIiRLQLQQEg 

O^CKHGAVYDTgGPGCVKTcri^ WNEI 

-ECPAYSSYTN^SCSPSC^LDGRCEGAKVPSACAEGCICQPGYVLS^ 



2460 



2470 



2480 



2490 



2500 




£iv 

AG 

IGHNQLDRQGHNGIiDKDQLQKE "' 

qldrqghngldkdqlqke: 

AN- 

SIPLGKSWVSSG- - -CTBK( 



FftTCGRRPYGPLE 
SHCIPPES 
PSSFLYPR 
VPSSFLYPR 
IRCIKPVL 
IQCGDFR 




2510 



KNY^XPRF 
d3KIIH< 



|. ...|....|. 



2520 



2530 
..)... 



2540 



2550 



SDNSNSNCVSDKSEQCSVYGDPRYLTFDGFSYRLQGRMTY 




2560 



2570 



.|....|....|. 



2580 



2590 
..|... 



2600 



45 



WO 02/064791 

gi| 12851935 | 
gi I 12667418 | 



PCT/US01/48369 



10 



15 



20 



25 



30 



35 



40 



VLI KTVDVLPEGVEPLLVEGRNKMDPPRSS 1 FIjQEVITTVYGYKVQLQAG 

2610 2620 2630 2640 2650 



NOV3 

gi 
gi 
gi 
gi 



gi 



7768636] 

9864185) 

7291288) 

12851935) " — 

12667418 I LELVVNNQKMAVPYRPNEHLRVT LWGQRLYLVTDFELVVS FGGRKNAVI S 



2660 



2670 



2680 



2690 



.|....|....|. 



2700 
.-I 



NOV3 


gi 


7768636 


gi 


9864185 


gi 


7291288 


gi 


12851935 


gi 


12667418 



LPSMYEGLVSGLCGNYDKNRKNDMML^ 

2710 2720 2730 2740 2750 



.|....|....|. 



2740 
..1... 



NOV3 


gi 


7768636 


gi 


9864185 


gi 


7291288 


gi 


12851935 


gj- 


12667418 



2760 



2770 



2780 



2790 



NOV3 

gi 
gi 
gi 
gi 
gi 



7768636) 
9864185) 
7291288) 
12851935) 
12667418 



PFAACHQTVAPEPFQEHCVLDLCSAQDPREQEELRCQVLSGWAAAF 



Table 3E lists the domain description from DOMAIN analysis results against NOV3. 
This indicates that the NO V3 sequence has properties similar to those of other proteins known 
to contain this domain. 
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Table 3E Domain Analysis of NOV3 

qnl ) Smart 1 smart00216 , 

CD-Length - 162 residues, 99.4% aligned Score = 13 9 
bits (351) , Expect = 9e-34 



Von Willebrand factor domains are present in a number of proteins important for 
growth and cell division. One such protein, Kielin, is important for early embryonic 
development, and may be an excellent target for cancer. The midline tissues are important 
inductive centers of early vertebrate embryos. By signal peptide selection screening, we 
isolated a secreted factor, Kielin, which contains multiple cys-rich repeats similar to those in 
chordin (Chd). Expression of Kielin starts at midgastrula stages in the notochord and is 
detected in the floor plate of neurula embryos. Kielin is induced in mesoderm and in ectoderm 
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by nodal-related genes. Chd is sufficient to activate Kielin expression in mesoderm whereas 
Shh or HNF-3beta in addition to Chd is required for induction in ectoderm. Kielin has a 
distinct biological activity from that of Chd. Injection of Kielin mRNA causes dorsalization of 
ventral marginal zone explants and expansion of MyoD expression in neurula embryos. Unlike 
5 Chd, Kielin does not efficiently induce neural differentiation of animal cap ectoderm, 
suggesting that the activity of Kielin is not simply caused by BMP4 blockade. Kielin is a 
signaling molecule that mediates inductive activities of the embryonic midline. (See Matsui et 
al., Proc Natl Acad Sci U S A 2000 May 9;97(10):5291-6). 

The disclosed NOV3 nucleic acid of the invention encoding a VWF-like and kielin- 

10 like protein includes the nucleic acid whose sequence is provided in Table 3 A or a fragment 
thereof. The invention also includes a mutant or variant nucleic acid any of whose bases may 
be changed from the corresponding base shown in Table 3 A while still encoding a protein that 
maintains its VWF-like and kielin-like activities and physiological functions, or a fragment of 
such a nucleic acid. The invention further includes nucleic acids whose sequences are 

1 5 complementary to those just described, including nucleic acid fragments that are 

complementary to any of the nucleic acids just described. The invention additionally includes 
nucleic acids or nucleic acid fragments, or complements thereto, whose structures include 
chemical modifications. Such modifications include, by way of nonlimiting example, 
modified bases, and nucleic acids whose sugar phosphate backbones are modified or 

20 derivatized. These modifications are carried out at least in part to enhance the chemical 

stability of the modified nucleic acid, such that they may be used, for example, as antisense 
binding nucleic acids in therapeutic applications in a subject In the mutant or variant nucleic 
acids, and their complements, up to about 38 percent of the bases may be so changed. 

The disclosed NO V3 protein of the invention includes the VWF-like and kielin-like 

25 protein whose sequence is provided in Table 3B. The invention also includes a mutant or 

variant protein any of whose residues may be changed from the corresponding residue shown 
in Table 3B while still encoding a protein that maintains its VWF-like and kielin-like activities 
and physiological functions, or a functional fragment thereof. In the mutant or variant protein, 
up to about 45 percent of the residues may be so changed. 

30 The protein similarity information, expression pattern, and map location for the VWF- 

like and kielin-like protein and nucleic acid (NOV3) disclosed herein suggest that NOV3 may 
have important structural and/or physiological functions characteristic of the VWF-like and 
kielin-like kinase-like family. Therefore, the NOV3 nucleic acids and proteins of the 
invention are useful in potential diagnostic and therapeutic applications. These include 
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serving as a specific or selective nucleic acid or protein diagnostic and/or prognostic marker, 
wherein the presence or amount of the nucleic acid or the protein are to be assessed, as well as 
potential therapeutic applications such as the following: (i) a protein therapeutic, (ii) a small 
molecule drug target, (iii) an antibody target (therapeutic, diagnostic, drug targeting/cytotoxic 
5 antibody), (iv) a nucleic acid useful in gene therapy (gene delivery/gene ablation), and (v) a 
composition promoting tissue regeneration in vitro and in vivo. 

The NO V3 nucleic acids and proteins of the invention are useful in potential diagnostic 
and therapeutic applications implicated in various diseases and disorders described below. For 
example, the compositions of the present invention will have efficacy for treatment of patients 

10 suffering from cancer, inflammation, neurological disorders, neuropsychiatric disorders, 
obesity, diabetes, bleeding disorders and/or other pathologies. The NOV3 nucleic acid, or 
fragments thereof, may further be useful in diagnostic applications, wherein the presence or 
amount of the nucleic acid or the protein are to be assessed. 

NOV3 nucleic acids and polypeptides are further useful in the generation of antibodies 

1 5 that bind immunospecifically to the novel substances of the invention for use in therapeutic or 
diagnostic methods. These antibodies may be generated according to methods known in the 
art, using prediction from hydrophobicity charts, as described in the "Anti-NOVX Antibodies" 
section below. For example the disclosed NOV3 protein have multiple hydrophilic regions, 
each of which can be used as an immunogen. In one embodiment, contemplated NOV3 

20 epitope is from about amino acids 1 to 2. In another embodiment, a NOV3 epitope is from 
about amino acids 400 to 440. In additional embodiments, NOV3 epitopes are from about 
amino acids 900 to 950 and from about amino acids 1375 to 1425. This novel protein also has 
value in development of powerful assay system for functional analysis of various human 
disorders, which will help in understanding of pathology of the disease and development of 

25 new drug targets for various disorders. 



NOV4 

NOV4 includes six novel semaphorin-like proteins disclosed below. The disclosed 
sequences have been named NOV4a, NOV4b, NOV4c, NOV4d, NOV4e, and NOV4f. 

30 

NOV4a 

A disclosed NOV4a nucleic acid of 1896 nucleotides (designated CuraGen Acc. No. 
SC70504370_A/CG59253-01) encoding a novel Sempahorin-like protein is shown in Table 
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4a. An open reading ftame was identified beginning with an ATG initiation codon at 

nucleotides 46-48 and ending with a TAG codon at nucleotides 1474-1476. 



Table 4A. NOV4a Nucleotide Sequence (SEQ ID NO:9) 

ACATACTGCTGCTGATGGTTTCCCAGTTGAGGGC^GTCAGCTTTCCT 

TGTCGACTATCACTATTCAAGGCAATATCCGGTTTTra^ 

AGGCTGGACTTTCAGCTGATGTTGAAAATTCGAGACA^ 

CAGTAAACTTAAATGAAATGCCCAAAACAGAAGTAATACCCAACAAGAAACT 

ACAGGATCGAGAAAACTGTGCTATGAAAGGCAAGCATAAAffl 

GTTCCAAGAAACGATGAGATGGTTTTTGTTTGTGGTACCAATGCATO 

GGTTGAGTACCTCAGAATATGATGGGGAAGAAATO^ 

AACCAATGTTGCCCTCTTTGCTGATGGGAAGCT 

GCCGTTATTTATCGAAGCATGGGTGATGGATCTGCCCTTC^ 

AAGAGCCACACTTTOTCATGCCATAGAATATGGAAACTATGTCTATT^ 

CGAACATAATAATTTAGGCAAGGCTGTGTATTCCCGCGTGGCCCGCATATGTAAAAA 

TCCCAGCGGGTCCTGGAGAAAC^CTGGACTTCATTTCTAAAGGCTCGGCTGAACT 

ATTCGTTTTTCTACTTTGATGTTCTGCAGTCTATTACAGACATAATAO^ 

GGTCGGGGTGTTTACCACGCAGCTCAATAGCATCCCTGGTTCTGCTGTCTG 

ATTGAAAAAGTATTCAAAGGACGGTTTAAGGAACAGAAAACTCCAGATTCTGTTTGGACAGCAGTTC 

AAGACAAAGTGCCAAAGCCAAGGCCTGGCTGTTGTGCAAAACACGGCCTTGC 

CATCGATTTCCCGGATGAAACTCTGTCATTCATC 

ATTGCCGATGAGCCCTGGTTCAGAAAGACTCGGGT(^ 

CAGCCGGACCCTACCAGAACTACACAGT(^TCTTTGTTGGCT 

GGCAAAGACC^GTCCTTTCTCTTTGAACGACAGCGTATTACTGGAAGAGA 

AAGTAGGTATATGTTACGAGAACGCCCTTCAGCACTGCTCAAAAATT 

ATGTCCTTTTGGTCCTCTAAATTAGCAGTGGTTTGGCATAATAGTGTTTTGTGTTTTT 

ATAAATCTTGGGTTTGTTriTTTCCCGAGCCTGCTAGGGCGAGGGGGGTGAAT 

ATAATGCAGCCCrTTGTTTTTCACCTGTAGAATATGAGAACATTTTAACAGCA 

TATATTCCAAGATGCTAGATGCAGCAGAGAGCTC^ 

CATACATACACAGAATGCAGTACTAGTTAAGTATTTCCTTCCTATCTTTAATAAGTA^ 
ACCATT 



A NOV4a nucleic acid is found in at least Brain (Hippocampus, Substantia Nigra), and 
5 Kidney. A NOV4a nucleic acid has 1588 of 1588 bases (100%) identical to a gb:GENBANK- 
ID:AK021660|acc:AK021660.1 mRNA from Homo sapiens (Homo sapiens cDNA FLJ1 1598 
fis, clone HEMBA1003866, moderately similar to Mus musculus semaphorin Via mRNA). 

A NOV4a polypeptide (SEQ ID NO: 16) encoded by SEQ IDNO:15 is 476 amino acid 
residues and is presented using the one letter code in Table 4B. Signal P, Psort and/or 
10 Hydropathy results predict that NOV4a has a signal peptide and is likely to be localized 
outside the cell with a certainty of 0.7380. In other embodiments, NOV4a may also be 
localized to the lysosome (lumen) with a certainly of 0.1900 or to the microbody with a 
certainty of 0.1875. 



Table 4B. NOV4a protein sequence (SEQ ID NO:10) 

IAGRDQVYTVNLNEMPKTEVIPNKKL^ 

FNPMCRYYRLSTLBYDGEEISGLARCPFDARQTNVALFADGKLYSATVADFLASDAVI 
IKYDSKWIKEPHFLHAIEYGNYVYFFFJTC 

RLNCSVPGDSFFYFDVLQSITDIIQINGIPTWGVFTTQLNSIPGSAVCAFSMDDIEKVFKGRFKEQKTP 
DSWTAVPEDKVPKPRPGCCAKHGLAEAYKTSIDFPDETLSFIKSH 
LT AI S VDHSAGP YQNYTV I FVGS EAGMVLKVLAKTS P F S LNDS VLLEE I EAYNHAK 
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The full amino acid sequence of the protein of the invention was found to have 367 of 
367 amino acid residues (100%) identical to, and 367 of 367 amino acid residues (100%) 
similar to, the 367 amino acid residue ptnr.TREMBLNEW- ACC :B AB 1 3 869 protein from 
5 Homo sapiens (Human) (CDNAFU11 598 HS, CLONE HEMBA1003 866, MODERATELY 
SIMILAR TO MUS MUSCULUS SEMAPHORED VIA MRNA). 



NOV4b 

A disclosed NOV4b nucleic acid of 3025 nucleotides (designated CuraGen Acc. No. 
10 CG59253-02) encoding a novel semaphorin-like protein is shown in Table 4C. An open 
reading frame was identified beginning with an ATG initiation codon at nucleotides 46-48 
and ending with a TAG codon at nucleotides 3151-3153. Putative untranslated regions 
upstream of the initiation codon and downstream from the termination codon is underlined in 
Table 4C, and the start and stop codons are in bold letters. 

15 



Table 4C. NOV4b Nucleotide Sequence (SEQ ID NO:ll) 

TGGCATTTCTGAGCAGGGGCCACCCTGACTTCACCTTGG^ 
CTTTGTGCCTACATACTGCTC^ 

GATGATGAAC CCCTTAATACTGT CGACTATCACTGTAAGTCGTCTAGGCAATATCCGGTT 

TTTAGAGGACGCCCTTCAGGCAATGAATCGCAGCACAGGCTGGACTTTCAGCT 

AAAATTCGAGACACACTTTATATTGCTGGCAGGGA^ 

GAAATGCCCAAAACAGAAGTAATATGGCAACAGAAACTGACATGGCGATCAAGACAACAG 

GATCmGAAAACTGTGCTATGAAAGGCAAGC^TAAAGATGAATGCCACAACTTO 

GTATTTGTTCCAAGAAACGATGAGATGGTTTTTGTTTGTGGTACCAATGC^ 

ATGTGTAGATACTACAGGGTAAGTACCTTAGAATATGATGGGGAAGAAATTAGTGGCCTG 

GCAAGATGCCCATTTGATGCCAGACAAACCAATGTTGCCCTCTTTGCTGATGGGAAGCTG 

TATTCTGCCAC^GTGGCTGACTTCTTGGCCAGCGATGCCGTTATTTATCGAA 

GATGGATCK3CCCTTCGCACAATAAAATATGATTCCAAATGGATA 

CTTCATGCCAmGAATATGGAAACTATGTCTATTTCTTCTTTCGAGAAATCGCTGTCGAA 

CATAATAATTTAGGCAAGGCTGTGTATTCCCGCGTGGCCCGCATATGTAAAAACGACA 

GGTGGTTCCCAGCGGGTCCTGGAGAAACACTGGACTTCATTTCTAAAGGCTCGGCTGAAC 

TGTTCTGTCCCTGGAGATTCX3TTTTTCTA 

ATACAAATCAATGGCATCCCCACTGTGGTCGGGGTGTTTACCACGCAGCTCAATAGCATC 

CCTGGTTCTGCTGTCTGTGCATTTAGCATGGATGACATTGAAAAAGTATTCAAAGGACGG 

TTTAAGGAAC^GAAAACTCCAGATTCTGTTTGGACAGCAGTTCCCGAAGACAAAGTGCCA 

AAGCCAAGGCCTGGCTGTTGTGCAAAACACGGCCTTGCCGAAGOT 

GATTTCCOSGATGAAACTCTGTCATTCATCAAATCTCATCCC 

CCACCCATTGCCGATGAGCCCTGGTTCACAAAGACTCGGGTCAGGTACAGACTGACX^CC 

ATCTCAGTGGACCATTCAGCCGGACCCTACC^ 

GAAGCTGGCATGGTACTTAAAGTTCTGGCAAAGACCAGTCCTTT 

GTATTACTGGAAGAGATTGAAGCCTAC^ACCATGCAAAGTGCAGTGCTGAGAATGAGGAA 
GACAAAAAGGTCATCTCATTACAGTTGGATAAAGATCACCACGCTTTATATGTGGCGTTC 
TCTAGCTGCATTATCCGCATCCCCCTCAGTCGCTGTGAGCGTTATGGATCATGTAAAAAG 
TCTTGTATTGCATCTCGTGACCCGTATTGTGGC^ 

GTGACCCCAAACCACAGTGCTGAAGGATATGAACAAGACACAGAATTCGGCAAC^CAGCT 
CATCTAGGGGACTGCCATGCATATGAACCATATGAAGGTCGTGTTGGCTCACTGAAAGCC 
ATTTGCTATTTATTATTATTTTTAAAAAGCACCTTATT 

TCAGGTGTACGATGGGAAGTCCAGTCTGGAGAGTCCAACCAGATGGTCCACATGAATGTC 

CTCATCACCTGTGTCTTTGCTGCTTTTGTTTTGGG 

TACTGCTATOGAGACATGTTTGTTCSGftaAAA^ 

GCCCAGTCATGCACAGACTCCAGTGGAAGTTTTGCO 

CCTGTCAAGGAATACCAACAGAATATTGACT^^ 
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CAACCTCCAGAGTTGGCTGCTCTTCOTACTCCTGAGTCT^ 
ACCCTGCAGGCCATGAAGAGCCACTCAGAAAAGGCCCATGGCCATGGAGCTO 
GAAACCCCTCAGTTTTTTCCGTCTAGTCCGCCACCTCATTC^ 
ATCCCCAGTGCC2\TTGTTCTTCCAAATGCTACCCATGA 
TCCAATGCTCACAAAGCTGAAAAGAAGCTTCAAAACATTGATC^CCCT 
TCCAGTAAGAGAGATCACCGGCGTTCTGTTGATTCCAG 
AAGCATCTGAATGACCCAAATAGTAACCCCAAAGCC^TCATGG<^ 
CACCZAGAACTTAATGCTCGATCCCATGGGATCGATGTCTGAGGTC 
AACCGGGAGGCATCGCTATACTCCCCTCCTT^^ 
CGAGTGGATGTCCCCACCACTCCTGGAGTCCCAATGAC^ 
TATCACAAAAATTCCTCCCAGAGGCACTCTATAT 

CCAAATGGTGTTTTGTTATCCAGACAGCCTAGTATGAACOTTGGAGGAT^ 
CCCACTGGGGCGAAGGTGGACTATATTCAGGGAACAC(^GTGAGTG 
TCCCTOTCCAGACAGAGCAGCTACACCAGTAATGGCACT 

AGGACGCCGTCCTTAAAACCTGACGTGCCACCAAAGCCTTCCTTTGTTCCTCAAACCC^ 
TCTGTCAGACCACTGAACAAkTACACATACT 
TTTATCCTGTCCGTGTTGTTGAGAG ~ ~ ' " 
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The nucleic acid sequence of NOV4b maps to chromosome 15q21.1 and has 1 134 of 
1656 bases (68%) identical to a mouse semaphorin IV mRNA (Accession No. AF030430) (E 
= 1.0e 132 ). 

A NOV4b polypeptide (SEQ ID NO:18) encoded by SEQ ID NO:17 is 1035 amino 
acid residues and is presented using the one letter code in Table 4D. Signal P, Psort and/or 
Hydropathy results predict that NOV4b has a signal peptide and is likely to be localized at the 
plasma membrane with a certainty of 0.4600. In other embodiments, NOV4b may also be 
localized to the endoplasmic reticulum (membrane or lumen) with a certainty of 0.1000, or 
outside the cell with a certainty of 0.1000. The most likely cleavage site is between positions 
20and21(LRA-VS). 



Table 4D. NOV4b protein sequence (SEQ ID NO:12) 



MRVFLL^YILLLMVSQIiRAV^ 

FQLMLKIFDTLYIAGRDQVYTVNLNEMPCT 

HNFIKVFVPRNDEMVFVCGTNAFNPM^ 

ADGKL YS ATVADFLASDAVI YRSMGDGSALRTI KYDS KWI KEPHFLHAI EYGNYVYFFFR 

EIAVEHNNLGKAVYSRVARICKNDMGGSQRVLEKHWTSFLKARLNCSVPGDSFFYFDVLQ 

S ITDI IQINGI PTWGVFTTQIiNS I PGSAVCAFSMDDIEKVFKGRFKEQKTPDSVWTAVP 

EDKVPKPRPGCOUCHGLAEAYKTSIDFPDETLSFIKSHPLl^SAVP 

YRLTAI SVDHSAGP YQNYTVI FVGS EAGMVLKVLAKTS PFSLNDSVLLEEI EAYNHAKCS 

AENEEDKKVISLQLDKDHHALYYAFSSCIIRIPLSRCERYGSCKKSCIASRDPYCGWLS^ 

GSCGRVTPNHSAEGYEQDTEFGNTAHLGDCHAYEPYEGRVGSLKAICYLIiLFLKSTLFTL 

SHVS I SGVRWEVQSGESNQMVHMNVLI TCWAAFVLGAFIAGVAVYCYRDMFVRKNRKIH 

KDAESAQSCTDSSGSFAKLNGLFDSPVKEYQQNIDSPKLYSNLLTSRK^PPNGDTKSMV 

MDHRGQPPELAALPTPESTPVLHQKTLQAMKSHSEKAHC3IGASRKETPQFFPSSPPPHSP 

LSHGHIPSAIVLPNATHDYOTSFSNSNAHKAEKKLQNIDHPLTKSSSKRDHRRSVDSRNT 

LltoLLKHLNDPNSNPKAIMGDIQM^ 

NS PTKRVDVPTTPGVPMTSLERQRGYHKNS SQRHS I SAMPKNLNSPNGVLLSRQPSMNRG 

GYMPTPTGAKTOYIQGTPVSVHLQPSLSRQSSYTSNGTL^^ 

VPQTPSVRPLNKYTY 
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The full amino acid sequence of the protein of the invention was found to have 354 of 
583 amino acid residues (60%) identical to, and 448 of 583 amino acid residues (76%) similar 
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to, the 1030 amino acid residue ptnr:TREMBLNEW-ACC:Q9H2E6 semaphored 6A1 protein 

from Homo sapiens (E = Lie' 222 ). 

NOV4b is expressed in at least the following tissues: dipose, heart, pancreas, thyroid, 
liver, gall bladder, colon, brain, right cerebellum, left cerebellum, thalamus, hypothalamus, 
5 frontal lobe, parietal lobe, cerebral medulla/cerebral white matter, substantia nigra, 

hippocampus, spinal cord, peripheral nerves, mammary gland/breast, ovary, placenta, lung, 
kidney, skin, foreskin, and epidermis. Expression information was derived from the tissue 
sources of the sequences that were included in the derivation of the sequence of CuraGen Acc. 
No. CG59253-01. 

10 NOV4c 

A disclosed NOV4c nucleic acid of 2191 nucleotides (designated CuraGen Acc. No. 
CG59253-05) encoding a novel semaphorin-like protein is shown in Table 4E. An open 
reading frame was identified beginning with an ATG initiation codon at nucleotides 46-48 
and ending with a TAG codon at nucleotides 2182-2184. Putative untranslated regions 
1 5 upstream of the initiation codon and downstream from the termination codon is underlined in 
Table 4E, and the start and stop codons are in bold letters. 



Table 4E. NOV4c Nucleotide Sequence (SEQ ID NO:13) 

TGGCATTTCTGAGCAGGGGCCACCCTGACTTCACC 
CTTTGTGCCTACATACTGCTGCT 
GATGATGAACCCCTTAATACTGTCGACT 
TTTAGAGGAOGCCCTTCAGGCAATGAATCGCAG 

AAAATTCGAGAC^C^CTTTATATTGCTGGC^GGGATCAAGTTTATACAGTAAACTTAAAT 
GAAATGCCCAAAACAGAAGTAATATGGCAACAGAAACTGACATGGCGATCAAGACAACAG 
GATCGAGAAAACTGTGCTATGAAAGGCAAGCATAAAGATGAATGCC^CAACTTTATCAAA 
GTATTTGTTCCAAGAAACGATGAGATGGTTTTTGTTTGTGGTACCAATGCATTCAATCCC 
ATGTGTAGATACTACAGGGTAAGTACCTTAGAATATGATGGGGAAGAAATTAGTGGCCTG 
GCAAGATGCCCATTTGATGCCAGACAAACCAATGTTG 

TATTCTGCCACAGTGGCTGACTTCTTGGCCAGCGATGCCGTTATTTATCGAAGCATGGGT 

GATGGATCTGCCCTTQ3CACAATAAAATATGATTCCAAATGGATAAAAGAGCCA 

CTTCATGCCATAGAATATGGAAACTATGTCTATTTCTTCTTTCGAGAAATCGCTGTCGAA 

CATAATAATTTAGGCAAGGCTGTGTATTCCCGCGTGGCCCGCATATGTAAAAACGACATG 

GGTGGTTCCCAGCGGGTCCTGGAGAAACACTGGACTTCATTTCTAAAGGCTCG^ 

TGTTCTGTCCCTGGAGATTCGTTTTTCTACT 

ATACAAATCAATGGCATCCCCACTGTGGTCGGGGTGTTTACCACGCAGCTCAATAGCATC 
CCTGGTTCTGCTGTCTGTGCATTTAGCATGGATGACATTGAAA 

TTTAAGGAACAGAAAACTCCAGATTCTGTTTGGACAGCAGTTCCCGAAGACAAAGTGCCA 
AAGCCAAGGCCTGGCTGTTGTGCAAAACACGGCCTTGCCGAAGCTTATAAAACCTCCATC 
GATTTCC03GATGAAACTCTGTCATTCATGAAATCT 

CCACCCATTGCCGATGAGCCCTGGTTCACAAAGACTCGGGTCAGGTACAGACTGACGGCC 
ATCTCAGTGGACCATTC^GCCGGACCCTACCAGAACTACACAOT 

GAAGCTGGCATGGTACTTAAAGTTCTGGCAAAGACCAGTCCTTTCTCTTTGAACGACAGC 

GTATTACTGGAAGAGATTGAAGCCTACAACC^^ 

GACAAAAAGGTCATCTCATTACAGTTGGATAAAGATCACC 

TCTAGCTGCATTATCCGCATCCCCCTCAGTCGCTGTGAGCGTTATGGATCATGTAAAAAG 

TCTTGTATTGCATCTCGTGACCCGTATTGTGGC^ 

GTGACCCCAGGGATGCTGCTGTTAACCGAAGACTTCTTT^ 

GAAGGATATGAACAAGACACAGAATTCGGCAACACAGCT 

ArTTTGCCTACTTCAACTACACCAGATTACAAAATATTTGGCGG^ 
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CGATGGGAAGTOS 

TGTGTCTTTGCTGCTTTTGTTTTGGGO 

CGAGACATGTTTGTTCGGAAAAACAGAAAGATCCA^ 

TGCACAGACTCCAGTGGAAGTTTTGCCAAACTGAATGGTCTCT^ 

GAATACCAACAGAATATTGATTCTCCTAAACTGTATAGTAACCTGCTA^^ 

GAGCACGAATTCAGCGGCCGCTGAATTCTAG 



PCTrtJSOl/48369 



The nucleic acid sequence of NOV4c maps to chromosome 1 5 and has 1 161 of 1 1 66 
bases (99%) identical to a gb:GENBANK-ID:AK021660|acc:AK021660.1 mRNA from Homo 
sapiens (Homo sapiens cDNA FLJ1 1598 fis, clone HEMBA1003866, moderately similar to 
Mus musculus semaphorin Via mRNA). 

A NOV4c polypeptide (SEQ ID NO: 1 8) encoded by SEQ ID NO: 1 7 is 712 amino acid 
residues and is presented using the one letter code in Table 4D. Signal P, Psort and/or 
Hydropathy results predict that NOV4c has a signal peptide and is likely to be localized at the 
plasma membrane with a certainty of 0,4600. In other embodiments, NOV4c may also be 
localized to the microbody with a certainty of -.1812, or to the endoplasmic reticulum 
(membrane or lumen) with a certainty of 0.1000. The most likely cleavage site is between 
positions 20 and 21 (LRA-VS). 



Table 4F. NOV4c protein sequence (SEQ ID NO:14) 



MRVFLLCAYILLIiMVSQLRAVSFPED^ 
FQLMLKIRDTLYIAGRDQVYTVNLNEMPCT 
HNFIKVFVPROTEMVFVCGTNAFNPM 
ADGKLYSATVADFLASDAVIYRSMGIXj 

E IAVEHNNLGKAVYSRVARI CKMDMGGSQRVLEKHWTSPLKAROTCS VPGDSFFYFDVLQ 
S ITDII QINGIPTWGVFTTQLNS IPGSAVCAFSMDDI EKVFKGRFKEQKTPDSVWTAVP 
EDKOTKPRPGCCAKHGLAEAYKTSIDFPDETLSFIKSHPIjMDSAVPPIADEPWFTKTRTO 
YRLTAISVDHSAGPYQNYTVIFVGSEAGMVLKVIiAKTSPFSIiOT 

AENEEDKKVI SLQLDKDHHAIiYVAFSSCI IRI PLSRCERYGS CKKS CIASRDPYCGWLSQ 
GS CGRVTPGMLLLTEDFFAFHNHSAEGYEQDTEFGNTAHLGDCHEILPTSTTPDYKIFGG 
PTSGVRWEVQSGESNQMVHMNVLITCVFAAFVLG^ 

ESAQS(HT)SSGSFAKI^GLFDSPVKEYQQNIDSPKLYSNIiLTSRKEHEFSGR 



1 5 The full amino acid sequence of the protein of the invention was found to have 577 of 

586 amino acid residues (98%) identical to, and 580 of 586 amino acid residues (98%) similar 
to, the 1022 amino acid residue ptnr:TREMBLNEW-ACC:BAA96003 protein from Homo 
sapiens (Human) (KIAA1479 PROTEIN). 

NOV4c is expressed in at least the following tissues: whole embryo, mainly head and 



20 neck. 



NOV4d 
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A disclosed NOV4d nucleic acid of 3 196 nucleotides (designated CuraGen Acc. No. 

CG59253-06) encoding a novel semaphorin-like protein is shown in Table 4E. An open 

reading frame was identified beginning with an ATG initiation codon at nucleotides 46-48 

and ending at nucleotides 3142-3144. Putative untranslated regions upstream of the initiation 

codon and downstream from the termination codon is underlined in Table 4E, and the start and 

stop codons are in bold letters. 



Table 4G. NOV4d Nucleotide Sequence (SEQ ID NO:15) 

TGGCATTTCTGAGCAGGGGCCACCCTGACTTCACCTTGGCCC^ 
CTTTGTGCCTACATACTGCTGCTGM 

GATGATGAACCCCTTAATACTGTCGACTATCACTGTAAGTCGTCTAGGCAATATCCGGTT 
TTTAGAGGACGCCCTTCAGGCAATGAATCGCAGCACAGGCT 

AAAATTCGAGACACACTTTATATTGCTGGCAGGGATCAAGTTTATACAGTAAACTTAAAT 
GAAATGCCCAAAACAGAAGTAATATGGCAACAGAAACTGACATC^^ 
GATCGAGAAAACTGTGCTATGAAAGGCAAGCATAAAGATGAATGCC^ 
GTATTTGTTCCAAGAAACGATGAGATGGTTTTTGT^ 

ATGTGTAGATACTACAGGGTAAGTACCTTAGAATATGATGGGGAAGAAATTAGTGGCCTG 

GCAAGATGCCCATTTGATGCCAGACAAACCAATGTTGC^ 

TATTCTGCCACAGTGGCTGACTTCTTGGCCAGCGATGCCGTTATTTATC^ 

GATGGATCrTGCCCTTCGCACAATAAAATATGATTCCAAATGGATAAAAGAGCCACACTTT 

CTTCATGCCATAGAATATGGAAACTATGTCTATTTCT 

CATAATAATTTAGGCAAGGCTGTGTATTCCCGCGTGGCCCGCATATGTAAAAACGACATG 

GGTGGTTCCCAGCGGGTCCTGGkGAAACACTGG^ 

TGTTCTGTCCCTGGAGATTCGTTTTTCTACTTTG^ 

ATACAAATCMTGGCATCCCCACTGTGGTCGGGGTGTTTACCACGCAGCTCAATAGCATC 
CCTGGTTCTGCTGTCTGTGCATTTAGCATGGATG^ 

AAGCCAAGGCCTGGCTGTTGTGCAAAACACGGCCTTGCCGA 

GATTTCCCGGATGAAACTCTGTCATTCATCAAATCTCATCCCCT^ 

CCACCCATTGCCGATGAGCCCTGGTTCACAAAC^ 

ATCTCAGTGGACCATTCAGCCGGACCCTACCAGAACTACACAGTCATCT 

GAAGCTGGCATGGTACTTAAAGTTCTGGGAA^ 

GTATTACTGGAAGAGATTGAAGCCTACAACCATGCAAAGTGCAGTGCTGAGAATGAGGAA 

GACAAAAAGGTCATCT(^TTACAGTTGGATAAAGATCACCACGCTTTATATGTGGCGTTC 

TCTAGCTGCATTATCCGCATCCCCCTCAGTCGCTGTGAGCGTTATGGATCATGTAAAAAG 

TCTTGTATTGCATCTCGTGACCXIGTATTGTGGCTGGTT^ 

GTGACCCCAGGGATGCTGCTGTTAACCGAAGACTTCTTT<^ 

GAAGGATATGAACAAGACACAGAATTCGGCAAC 

ATTTTGCCTACTTCAACTACACCAGATTACAAAATATTTGGCGGTCCAACATCTGGTG 

CGATGGGAAGTCCAGTCTGGAGAGTCCAACCAGATGGTCC^ 

TGTGTCTTTGCTGCTTTTGTTTTGGGGGCATTC^ 

CGAGACATGTTTGTTCGGAAAAACAGAAAGATCCATAAAGATGCAGAGTCCGCCCAGTCA 

TGCACAGACTCCAGTGGAAGTTTTGCCAAACTGAATGGTCTCTTTGACAGCCCTGTCAA^ 

GAATACCAAC^GAATATTGATTCTCCTAAACTGTATAGTAACCTGCTAACCAGTCGGAAA 

GAGCTACCACCCAATGGAGATTCTAAATCCATGGTAATGGACCATCGAGGGCAACCT 

GAGTTGGCTGCTCTTCCTACTCCTGAGTCTACACCCX5TGCTTCACCAGAAGACCCTGCAG 

GCCATGAAGAGCCACTCAGAAAAGGCCCATGGCCATGGAGCTT 

CAGTTTTTTCrcTCTAGTCCX^ 

GCCATTGTTCTTCO^TGCTACCCATGACTACAACACGTCTTTCTCy^CTCCAATGCT 
CACAAAGCTGAAAAGAAGCTTCAAAACATTGATCACCCTCTCACAAAGTCATC 
AGAGATCACCGGCGTTCTGTTGATTCCAGAAATACCCTCAATGATCTCCTGAAGCATC^ 
AATGACCCAAATAGTAACCCCAAAGCCATCATGG 

TTAATGCTGGATCCCATGGGATCGATGTCTGAGGTCCCACCTAAAGTCCCTAACCGGGAG 

GCATCGCTATACTCCCCTCCTTC^CTCTCCCCAGAAATAGCCCAACCAAGCGAGTGGAT 

GTCCCCACCACTCCTGGAGTCCCAATGACTTCTCTGGAAAGACAAAGAGGTTATCACAAA 

AATTCCTCCCAGAGGCACTCTATATCTGCTATGCCT 

GTTTTGTTATCCAGACAGCCTAGTATGAACCGTC^ 

GCGAAGGTGGACTATATTCAGGGAACACCAGTGAGTGTTCATCTGGAG 

AGACAGAGCAGCTACACCAGTAATGGCACTCTTCCmGGAC 

TCCTTAAAACCTGACGTGCCACCAAAGCCTTCCTTTGTTCCTC^^ 

CCACTGAACAAATACACATACTAGGCCTCAAGTGTGCTATTCCCATGTGGC^TATCCTG 
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TC CGTGTTGTTGAGAG 



PCT/USO 1/48369 



The nucleic acid sequence of NOV4d maps to chromosome 15 and has 1786 of 1798 
bases (99%) identical to a gb:GENBANK-ID:AB040912|acc:AB040912.2 mRNA from Homo 
sapiens (Homo sapiens mRNA for KIAA1479 protein, partial cds). 
5 A NOV4d polypeptide (SEQ ID NO:18) encoded by SEQ ID NO:17 is 1032 amino 

acid residues and is presented using the one letter code in Table 4D. 



Table 4H. NOV4d protein sequence (SEQ ID NO:16) 

MRWLLCAYILLLMVSQLRAVSFPETO 

FQLMLKIRDTLYIAGRDQVYTVNLNI^PKT 

HOTIKVFVPRNDEMVFVCXSTNAFNPMCRYyRVSTLEYTO 

ADGKLYSATVADFLASDAVI YRSMGDGSALRTI KYDSKWIKEPHPLHAI EYGNYVYFFFR 
EIAVEHNNLGKAVYSRVARI CKNDMGGSQRVLEKHWTS FLKARLNTCS VPGDSFF YFDVLQ 
S ITDI IQINGI PTWGVFTTQLNS I PGSAVCAFSMDDI EKVFKGRFKEQKTPDSVWTAVP 
EDKVPK3?RPGCCAKHGLAEAYKTSIDFPDETLSFIKSH^ 

YRLTAI SVDHS AGPYQNYTVIFVGSEAGMVLKVIiAKTSPFSLNDSVLLEEI EAYNHAKCS 
AENEEDKKVISLQLDKDHHALYVAFSSCIIRIPLSRCERYGSCKKSCIASRDPYCGWLSQ 
GSCGRVTPGMLLLTEDFFAFHNHSAEGYEQOTEFGNTAHIiGDCHEILPTSTTPDYKIFGG 
PTS GVRWEVQSGESNQMVHMNVL ITCVFAAFVLGAFILAGVAVY 

ESAQS CTDSSGS FAKLNGLFDSPVKEYQQNIDSPKIjYSNLLTSRKELPPNGDSKSMVMDH 

RGQPPELAALPTPESTPVLHQKTLQAMKSHSEKAHGHGASRKETPQFFPSSPPPHSPLSH 

GHIPSAIVLPNATHDYNTSFSNSK^UnCAEKKLQNIDHPLTKSSSKRDm 

LLKHLNDPNSNPKAIMGDIQMAHQNLMLDPMGSMSEVPPKVPNREAS 

TKRVDVPTTPGVPMTSLERQRGYHKNSSQRHS I SAMPKNLNSPNGVLLSRQPSMNRGGYM 

PTPTGAKVDYIQGTPVSVHLQPSLSRQSSYTSNGTLPRTGLKRTPSIiKPDVPPKPSFVPQ 

TPSVRPLNKYTY 



The full amino acid sequence of the disclosed NOV4e protein was found to have 577 
of 586 amino acid residues (98%) identical to, and 580 of 586 amino acid residues (98%) 
10 similar to, the 1022 amino acid residue ptnr:TREMBLNEW-ACC:BAA96003 protein from 
Homo sapiens (Human) (KIAA1479 PROTEIN). 



NOV4e 

A disclosed NOV4e nucleic acid of 2359 nucleotides (designated CuraGen Acc. No. 
1 5 CG59253-07) encoding a novel semaphorin-like protein is shown in Table 4E. An open 

reading frame was identified beginning with an ATG initiation codon at nucleotides 46-48 
and ending at nucleotides 2350-2352. Putative untranslated regions upstream of the initiation 
codon and downstream from the termination codon is underlined in Table 4E, and the start and 
stop codons are in bold letters. 

20 
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Table 4L NOV4e Nucleotide Sequence (SEQ ID NO:17) 

TGGCATTTCTGAGCAGGGGCCACCCTGA 

CTTTGTGCCTACATACTGCTGCTGATGGTTTC^ 

GATGATGAACCCCTTAATACTGTO^CrATCACTGTAAGTra 

TTTAGAGGACGCCCTTCAGGCAATGAATCGCAGCACAGGCTGGACOT 

AAAATTCGAGACACACTTTATATTGCTGGCAG 

GAAATGCCCAAAACAGAAGTAATATGGCAACAGAAACTGACA'^^ 

GATCGAGAAAACTGTGCTATGAAAGGCAAGCATAAAGATGAATGCCACAA^ 

GTATTTGTTCCAAGAAACGATGAGATGGTTTTTGTTTGTG 

ATGTGTAGATACTACAGGGTAAGTACCTTAGAATAT^ 

GCAAGATGCCCATTTGATGCCAGACAAACCAATGTTGCCCT 

TATTCTGCCACAGTGGCTGACT^CTTGGCCAGOSATC 

GATGGATCTGCCCTTCX5CACAATAAAATATGATTCCAAATGGATAA 

CTTCATGCCATAGAATATGGAAACTATGT^ 

CATAATAATTTAGGCAAGGCTGTGTATTCCCGCGTGGCCCGCATATGTAAAAACGAC^ 

GGTGGTTCCCAGCGGGTCCTGGAGAAACACTGGACTTCATTTCTA^ 

TGTTCTCTCCCTCGAGATTCGTTTTTCTACT 

ATACAAATCAATGGCATCCCCACTGTGGTCGGGGTGTTTACCA 

CCTGGTTCTGCTGTCTGTGCATTTAGCATGGATGACAT^ 

TTTAAGGAACAGAAAACT CCAGATTCTGTTTGGACAGCAGTTCCCGAAGACAAAGTGCCA 

AAGCCAAGGCCTGGCTGTTGTGCAAAACACGGC^ 

GATTTCCCGGATGAAACTCTGTCATTCATCAAATCTCA 

ccacccattgccgatgagccctggttcacaaac^ 

atctcagtggaccattcagccggaccctaccagaactacacagt(^ 

gaagctggcatggtacttaaagttctggcaaagaccagtcctttct 

gtattactggaagagattgaagcctacaaccatgcaaagtgca 

gacaaaaaggtcatctcattacagttggataaagatcaccacgct 

tctagctgc^ttatccxscatcccccrcagtcgctgtgagcgttatggatcatgtaaaaag 

tc^gtattgcatctcx5tgacccgtattgtggctggttaagccagggatcctgtggtaga 

gtgaccx:cagggatgctgctgttaaccgaagacttctt^ 

gaaggatatgaacaagacacagaattcxsgcaacacagctcatct^ 

ATTTTGCCTACTTCAACTACACCAGATTACAAA^ 
GAGGTATCTTCATCTTCTGTTACCACAATGGC^ 
ATTGATACCTGGAGACCTAAACTGACAAGCTCTCGGAAATTTC 

AACACOTCTGATTTTACTGATCCTTTATCGGGTATCCCAAAGGGTGTACGATGGGAAGTC 

CAGTCTGGAGAGTCCAACCAGATGGTCCACATGAATGTCCTC^ 

GCTTTTGTTTTGGGGGCATTCATTGCAGGTGTGGCAGTATACTGCTATCGAGA 

gttcggaaaaacagaaagatccataaagatgcagagtc^^ 

agtggaagttttgk:caaactgaatggtctcttt^ 

aatattgattctcctaaactctatagtaacctgcta^ 

agcggccgctgaattctag 



The nucleic acid sequence of NOV4e maps to chromosome 15. 
A NOV4e polypeptide (SEQ ID NO: 1 8) encoded by SEQ ID NO: 17 is 768 amino acid 
residues and is presented using the one letter code in Table 4e. 



Table 4J. NOV4e protein sequence (SEQ ID NO:18) 

MRVFLLCAYILIjLMVSQLRA 
FQIimiKIRDTLYIAGRDQVYTVNMEMPKT 

HNFIKVFVPRM)EMVFVCGTNAFNPMCRYYRVSTLEYDGEEISGLARC^ 

ADGKLYSATVADFLASDAVIYRSMGIX3SALRTIKYDS™ 

EIAVEHNNLGKAWSRVARICKNIJMGGSQRVI^KHVrrSFLKARLNCSW 

S I TDI I QINGI PTWGVFTTQLNS I PGSAVCAFSMDDI EKVFKGRFKEQKTPDSVWTAVP 

EDKYPKPRPGCCAKHGLAEAYKTSIDFPDETLSFIKSHPLMDSAVPPIM 

YRLTAI SVDHSAGP YQNYTVI FVGS EAGMVLKVLAKTS PFSLNDSVLLEEI EAYNHAKCS 

AENEEDKKVISLQIjDKDHHALYVAFSSCI IRIPLSRCERYGSCKKS CXASRDPYCGWIiSQ 

GSCGRVTPGMLLLTEXIFFAFHNHSAEGYEQOTEFGNTAHI/5DCHEILPTSTTPDYKIFGG 

PTSDMEVSSSSVTTMASIPElTPKVIDTWRPiOjTSSRKFWQDDPNTSDFTDPLSGIPKG 

VRWEVQSGESNQMVHMNVL I TCVFAAFVIASAFIAGVAVYCYRDMFVRKNR^ 

SCTDSSGSFAKLNGLFDSPVKEYQQNIDSPKIiYSNLLTSRKEHEFSGR 
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NOV4f 

A disclosed NOV4f nucleic acid of 3364 nucleotides (designated CuraGen Acc. No. 
CG59253-08) encoding a novel semaphorin-like protein is shown in Table 4f. An open 
reading frame was identified beginning with an ATG initiation codon at nucleotides 46-48 
5 and ending at nucleotides 3310-3312. Putative untranslated regions upstream of the initiation 
codon and downstream from the termination codon is underlined in Table 4f, and the start and 
stop codons are in bold letters. 



Table 4K. NO V4f Nucleotide Sequence (SEQ ID NO:19) 

TGGCATTTCTGAGCAGGG(X!CACCC 

CTTTGTGCCTACATACFGCTGCTGATGGTTTCC 

GATGATGAACCCCTTAATACTGTCGACTATC 

TTTAGAGGACGCCCTTCAGGCM.TGAATCGCAGCACA 

AAAATTCGAGACACACTTTATATTGCTGGCAGGG^ 

GAAATGCCCAAAACAGAAGTAATATGGCAACAGA^ 

GATCX^GAAAACTGTGCTATGAAAGGCAAGCATAAAGATGAATGCCACAA 

GTATTTGTTCCAAGAAACGATGAGATGGTTTTTGTTTGTGGTACCAATC 

ATGTGTAGATACTACAGGGTAAGTACCTTAGAATATGATGGGGAAGAAATTAGTGGCCTG 

GCAAGATGCCCATTTGATGCCAGACAAACCAATGTTGCCCTCTTTGCT^ 

TATTCTGCCACAGTGGCTGACTTCTTGGCCAG 

GATGGATCTGCCCTTCGCACAATAAAATAT^ 

CTTCATGCCATAGAATATGGAAACTATGTCTATTTCTTCTTTCGAGAAATCGCTGTCGAA 

CATAATAATTTAGGCAAGGCTGTGTATTCCCGCGTGGCCQ3CATATGTAAAAACGACATG 

GGTGGTTCCCAGCGGGTCCTGGAGAAACACTGGACTTCATTTCTAAAGGCTCGGCTGAAC 

TGTTCTGTCCCTGGAGATTCGTTTTTCTACTTT^ 

ATACAAATCAATGGCATCCCCACTGTGGTCGGGGTGTTTACC^ 

CCTGGTTCTGCTGTCTGTGCATTTAGCATGGATGACATTGAAAAAGTATTCAAAGGACGG 
TTTAAGGAAC^GAAAACTCCAGATTCTGTTTGGAC^GCAGTTCCCGAAGACAAAGTGCCA 
AAGCCAAGGCCTGGCTGTTGTGCAAAACACGGCCTTGCCX3AAGCT 

GATTTCCCGGATGAAACTCTGTCATTCATCAAATCTCATCCCCTGATGGACTCTGCCGTT 
CCACCCATTGCCG&TGAGCCCTGGTTCACAAAGACT 

ATCTCAGTGGACCATTCAGCCGGACCCTACCAGAACTACACAGTCATCTTTGTTGGCTCT 

GAAGCTGGCATGGTACTTAAAGTTCTGGCAAAGACCAGTCCTTTCTCTTTGAACGACAGC 

GTATTACTGGAAGAGATTG^GCCTACAACCATGCAAAGTGCAGTGCrGAGAATGAGGAA 

GACAAAAAGGTCATCTCATTACAGTTGGATAAAGATCACCACGCTTTATATGTGGCGCT 

TCTAGCTGCATTATCCGCATCCCCCTCAGTCX;CTGTGAGCGTTATGGATCATGTAAAAAG 

TCTTGTATTGCATCTCGTGACCCGTATTGTGGCTGGTTAAGCCAGGGATCCTGTGGTAGA 

GTGACCCC^GGGATGCTGCTGTTAACCGAAGACTTCTTTGCTTTCCATAACCACAGTGCT 

GAAGGATATGAAC7UVGACACAGAATTCGG(^CACAGCTCATCTAGGGGACTGCCATGAA 

ATTTTGCCTACTTCAACTACACCAGATTACAAAATACT 

GAGGTATCTTCATCTTCTGTTACCACAATGGCAAGTATCCCAGAAATCACACCTAAAGTG 

ATTGATACCTGGAGACCTAAACTGACAAGCTCTCGGAAATTTGTAGTTCAA 

AACACTTCTGATTTTACTGATCCTTTATCGGGTATCCCAAAGGGTGTACGATGGGAAGTC 

C^GTCTGGAGAGTCCAACCAGATGGTCC^CATGAATGTCCTCATCACCTGTGTCTTTGCT 

GCTTTTGTTTTGGGGGCATTCATTGCAGGTGTGGCAGTATACTGCTATCGAGAC^TGTTT 

GTTCGGAAAAACAGAAAGATCCATAAAGATGCAGAGTCCGCCCAGTC^TGCAC^GACTCC 

AGTGGAAGTTTTGCCAAACTGAATGGTCTCTTTGACAGCCCTGTCAAGG 

AATATTGATTCTCCTAAACTGTATAGTAACCTGCTAACCAGTCGGAAAGAGCTACCACCC 

AATGGAGATACTAAATCCATGGTAATGGACCATCGAGGGCAACCTCCAGAGTTGGCTGCT 

CTTCCTACTCCTGAGTCTACACCCGTGCTTCACCAGAAGACCCTGCAGGCCATGAAGAGC 

C7VCTCAGAAAAGGCCCATGGCCATGGAGCTTCAAGGAAAGAAACCCCTCA 

TCTAGTCCGCCACCTCATTCCCCATTAAGTC^TGGGCATATCCCCAGTGCCATTGTTCTT 

CCAAATGCTACCCATGACTACAACACGTCTTTCTCAAACTCCAATGCTCACAAAGCrGAA 

AAGAAGCTTCAAAACATTGATCACCCTCTCACAAAGTCATCCAGTAAGAGAGATCACCGG 

CGTTCTGTTGATTCCAGAAATACCCTCAATGATCTCCTGAAGCATCTGAATGACCCAAAT 

AGTAACCCCAAAGCCATCATGGGAGACATCCAGATGGCACACCAGAACTTAATGCTGGAT 

CCCATGGGATCGATGTCTGAGGTCCCACCTAAAGTCCCTAACCGGGAGGCATCGCTATAC 

TCCCCTCCTTCAACTCTCCCCAGAAATAGCCCMCCAAGCGAGTGGATGTCCCCACCACT 

CCTGGAGTCCCAATGACTTCTCTGGAAAGACAAAGAGGTTATCACAAAAATTCCTCCCAG 

AGGCACTCTATATCTGCTATGCCTAAAAACTTAAACTCACCAAATGGTGTTTTGTTATCC 
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"agaSagcctagtatgaaccct nr ^ r 

TATATTCAGGGAACACCAGTGAGTGTTCATCTGCAGCCTTCCCT^ 

TACACCAGTAATGGCACTCTTCCTAGGACGGGACT^^ 

GACGTGCCACCAAAGCCTTCCTTTGTTCCrOVAACCCCATCTC 

TACAraTACTA GGCCTCAAGTGTGCTATTC^ 

AGAG 



The nucleic acid sequence of NOV4f maps to chromosome 15. 
A NOV4f polypeptide (SEQ ID NO: 18) encoded by SEQ ID NO:17 is 768 amino acid 
residues and is presented using the one letter code in Table 4f. 



Table 4L. NOV4f protein sequence (SEQ ID NO:20) 

MRVFLLCAYHjKLMVSQLRAVSFPEDDEP 
FQLMLKIRDTLYIAGRDQVYTVNIiNEMPKTEVXWQQKL 
HNFIKVFVPR1TOEMVFVCX3TNAFNPMCRYYRVSTIj 
' ADGKLYSATVADFLASDAVIYRSMGDGSAI^^ 

EIAVEHNNLGKAVYS RVARI CKNDMGGSQR VLEKHWTSFLKARLNCSVPGDS FF YFDVLQ 
S ITDI IQINGI PTWGVFTTQLNS I PGSAVCAFSMDDI EKVFKGRFKEQKTPDS WTTAVP 
EDKVPKPI^GCCAKHGIiAEAYKTSIDFPDETLSFI 

YRLTAI SVDHSAGP YQNYTVI FVGSEAGMVLKVIiAKTS PFS liNDSVLIiEE IEAYNHAKCS 

AENEEDKKVISLQLDKDHHALYVAFSSCI IRIPLSRCERYGSCKKSCIASRDPYCGWLSQ 

GSTORVTPGMLLLTEDFFAFHNHSAEGYEQDTEFGNTAHLGDCHEILPTSTTPDYra 

PTSDMEVS SSSVTTMAS IPEITPKVIDTWRPKLTSSRKFWQDDPNTSDFTDPLSGIPKG 

VRWEVQSGESNQMVHMNVL I TCVFAAFVLGAFIAGVAVYCYRDMFVRKNRKIHKDAESAQ 

SCTDSSGSFAKLNGLFDSPVKEYQQNIDSPKLYSNLLTSRKELPPNGDT^ 

PELAALPTPESTPVLHQKTIiQAMKSHSEKAHGHGASRKETPQFFPS SPPPHSPLSHGHI P 

SAIVLPI^THDYOTSFSNSNAHKAEKKLQNIDHPLTKSSSKRDHRRSTO 

LNDPNSNPKAIMGDIQMAHQNLMLDPMGSMSEVPPKVPNREASLYSPPSTIjPRNSP^ 

DVPTTPGVPOTSLERQRGYHKNSSQRHSISAMPKNLNSP1TGVLLSRQ 

GAKVDYIQGTPVSVHLQPSLSRQSSYTSNGTLPRTGLKRTPSLKPDVPPKPS^ 

RPIiNKYTY ■ 

5 

NOV4a also has homology to the amino acid sequences shown in the BLASTP data 
listed in Table 4M. 



Table 4M. BLAST results for NOV4a 




Gene Index/ 
Identifier 


Protein/ Organism 


Iiength 
(aa) 


Identity 
(%) 


Positives 
(%) 


Expect 


qi|l413325l|dbi I BAA 
96003 .2 | (AB040912) 


KIAA1479 
prote in/ human 


1022 


100 


100 


0.0 


qil 14756857 jref |XP 

016482.2| 

(XM_016482) 


hypothetical 
protein XPJ)16482 
[Homo sapiens] 


1011 


100 


100 


0.0 


qi 1 13376457 IreflNP 
079242. 1| 
(NMJ)24966) 


hypothetical 
protein FU11598 
[Homo sapiens] 


367 


100 


100 


0.0 


gi |11991660 |ref|NP 
065847. 1| 
(NM 020796) 


Semaphorin 
6A1/ Human 


1030 


62 


78 


e-180 



58 



WO 02/064791 PCT/US01/48369 



1 qi | 9055334 IreflNP 0 


Semaphorin 6A 


888 


62 


78 


e-179 


1 61214.11 











The homology of these sequences is shown graphically in the ClustalW analysis shown 
in Table 4N. 



Table 4N ClustalW Analysis of NOV4 

ID NO: 16) 
ID NO: 18) 

(SEQ ID NO: 60) 

(SEQ ID NO: 61) 
(SEQ ID NO: 62) 

(SEQ ID NO: 63) 

(SEQ ID NO: 64) 



10 



1) 

2) 



3) gi 

4) gi 

5) gi 

6) gi 

7) gi 



N0V4a (SEQ 
N0V4b (SEQ 



14133251 
14756857 
13376457 
11991660 
90553341 



15 



20 



25 



30 



35 



40 



N0V4A 
NOV4B 
NOV4C 
N0V4D 
NOV4B 
N0V4F 



gi 
gi 
gi 
gi 



14133251 
14756857 
13376457 
11991660 
90553341 



MRVFLLCAY ILLLMVSQLRAVSFPEDDE 
MRVFLLCAYILLLMVSQLRAVSFPEDDE 
MRVFLLCAY ILLLMVSQLRAVS FPEDDE. 
MRVFLLCAY I LLLMVSQLRAVS FPEDDE : 
MRVFLLCAY ILLLMVSQLRAVSFPEDDE : 
MRVFLLCAY I LLLMVSQLRAVS FPEDDE: 
MRVFLLCAY I LLLMVSQLRAVS FPEDDE! 
MRVFLLCAY ILLLMVSQLRAVSFPEDDE: 



PLNTVDYH 
1PLNTVDYH 
PLNTVDYH 
PLNTVDYH 
PLNTVDYH 
PLNTVDYH 
PLNTVDYH 1 
PLNTVDYH i 



10 20 30 40 50 
. | 1 1 ) | | | | [ 

I*'" 

pes 

[CKS 
CKS 
ICKS 
(CKS 

agai l rs pw ^^S^^S^S^S^^^^^S^^SI^BBk- - 

|5f— 

gS- - -Egl^YPTiLa^AGAC^OTs^lilSHC^-. - 
60 70 80 90 100 

■ 1 1 1 | 1 j . . . .LJ^.. . 1 



HRLDFQLMLKI RDTLY I AGRDQVYT VNLHEW 
HRLDFQLMLKI RDTL Y I AGRDQ V YTVNLN EM 
HRLDFQLMLKI RDTLY I AGRDQVYT VNLNEM 
HRLDFQLMLKI RDTLY I AGRDQVYT VNLNEM 
HRLDFQLMLKI RDTLY IAGRDQVYT VNLWEM 
HRLDFQLMLKI RDTLY I AGRDQVYTVNLNEM 
HRLDFQLMLKI RDTLY I AGRDQV YTVNLNEM 
HRLDFQLMLKI RDTLY I AGRDQVYT VNLWEM 



NOV4A 


3RQYPVFRGR 


Hpsgnssq 


NO V4B 


SRQYPVFRGR 


Ipsgnssq 


NOV4C 


SRQYPVFRGR 


Ipsgnssq 


NOV4D 


SRQYPVFRGR 


Spsgnesq 


NOV4E 


SRQYPVFRGR 


SPSGNESQ 


N0V4F 


SRQYPVFRGR 


Spsgnesq 


gi 


14133251 




SRQYPVFRGR 


IpSGNESQ 


gi 
gi 
gi 


14756857 
13376457 
11991660 




SRQYPVFRGR 


Spsgnesq 






K^GRfiSr^ffii 


gi 


9055334) 


•EqypvfEgE 





45 



50 



55 



60 



65 



NOV4A 
NOV4B 
NOV4C 
NOV4D 
N0V4E 
NOV4F 



gi 
gi 
gi 
gi 
gi 



14133251 
14756857 
13376457 
11991660 
9055334 1 



110 



120 



130 



I . 



140 



150 
..I 



NOV4A 


PKTEVI 


NOV4B 


PKTEVI 


NOV4C 


FKTEVI 


NOV4D 


PKTEVI 


NOV4E 


PKTEVI 


NOV4P 


PKTEVI 


gi 


14133251 




PKTEVI 


gi 


14756857 




PKTEVI 


gi 


13376457 






gi 


11991660 






gi 


9055334] 


3S e § 



585^ KLT WR S RQQDRE NCAMKG KH KD ECHN Fft'KJ/F V P. R$DSM V FV 
jffi&KLT W R S RQQDRE NCAM KG KHKDE CHME t K V Fyp RRDEM VFV 
J^KLTWRSRQQDRENCAMKGKHKDECHNFIKVFVPRNDSMVFV 
^'KLTWRSRQQDRENCAMKGKHKDECHNFIKVFVPRNDEMVFV 
J^KLTWRSRQQDRSNCAMKGKHKDECHNFIKVFVPRITOEMVFV 
gW'KLTWRSRQQDRENCAMKGKKKDECHNF I K VFVPRNDEM VF V 
535 KLT WRS RQQDRE NCAM KG KH KDECKN F I KV F V ? RN D E M V F V: 
SSKLTHRSRQQDREHCA MKGKHKDECHNFIKVFVPRI^DEMVFV 
BEBBBBBEBS M KG KH KDE CHN F I KV F V P RNDEM V FV 
g|< KLT WjSs RQjJ DglQcgM KGKH KDECHN F I KViM^ND^I FVi 
^5 KLT S R Q2 d5 » EJcSm KG KH KDECHNF I K vSBJj? N Di mS-F Vj 



160 



170 
. .1 



180 

..I.. 



190 
..I.. 



200 
. .1 



CGTNAFNPMCRYYRjjjSTLEYDGEE I SGLARCPFDARQTNVALFADGKLYS 
CGTNAFNPMCRYYRWSTLEYDGEE I SGLARCPFDARQTNVALFADGKLYS 
CGTNAFNPMCRY YRWSTLE YDGEE I SGLARCPFDARQTNVALFADGKLYS 
CGTNAFNPMCRY YRgSTLE YDGEE I SGLARCPFDARQTNVALFADGKLYS 
CGTNAFNPMCRYYRQSTLEYDGEEISGLARCPFDARQTNVALFADGKLYS 
CGTNAFNPMCRYYRQSTLEYDGEEISGLARCPFDARQTNVALFADGKLYS 

cgtnafnpmcryyrSstleydgeeisglarcpfdarqthvalfadgklys 

CGTNAFNPMCRYYPJJSTLEYDGEE I SGLARCPFDARQTNVALFADGKLYS 
CGTNAFNPMCRYYRgSTLEYDGEE I SGLARCPFDARQTNVALFADGKLYS 
CGTNAFNPgCRtjYj^TLEragGgEgSGjARCPnDAiggNVALFADGKLYS 
CGTNAFNpgcRSYP^TLE[EG5 g 5sG"ARCpgDA™^^LFADGKLYS 



210 



220 



230 



NOV4A 
NOV4B 
NOV4C 
NOV4D 
NOV4E 
NOV4F 



gi 
gi 
gi 
gi 
gi 



14133251 
14756857 
13376457 
11991660 
90553341 



NOV4A 
NOV4B 
NOV4C 
NOV4D 
NOV4B 
NOV4F 



gi 
gi 
gi 
gi 
gi 



14133251 
14756857 
13376457 
11991660 
9055334) 



NOV4A 
N0V4B 
NOV4C 
NOV4D 
NOV4E 
NOV4F 



gi 
gi 
gi 
gi 
gi 



14133251] 
14756857) 
13376457) 
11991660 | 
9055334 | 



N0V4A 
NOV4B 
NOV4C 
NOV4D 
N0V4E 
NOV4F 



gi 
gi 
gi 
gi 
gi 



14133251 
14756857 
13376457 
11991660 
9055334 | 



N0V4A 
NOV4B 
N0V4C 
NOV4D 
NOV4E 
NOV4F 



gi 
gi 
gi 
gi 
gi 



14133251 
14756857 
13376457 
11991660 
9055334] 



NOV4A 
NOV4B 
N0V4C 
NOV4D 
NOV4E 
NOV4F 



J ■ 



AT VADFLASDAV I YRSMGDG SALRT I KYDS KW 
ATVADFLASDAVIYRSKGDGSALRTIKYD3KW 
AT VADF LA S DAV I YRSMGDG SALRT I KYDS KW 
ATVADFLASDAVIYRSMGDGSALRTIKYD3KW 
AT VADFLASDAV I YRSMGDG SALRT I KYOSKW 
ATVADFLASDAVIYRSMGDGSALRTIKYDSKW 
AT VADFLAS DAV I Y RSMGDG SALRT I KY D S KW 
ATVADFLASDAVI YRSMGDGSALRTI KYDS KW 
AT VAD FLA S DAV I Y R3M G DG SAL RT IKYD S KW 
ATvSDFLAnDAV: YRSjjG^ffiLRTflKKjD S KW 
AT^DFLAnDAVIYRSflGDSffiLRTlSicSDSKK 



•1- 



240 



250 



5alrt i kyds i kepkflhai eygnyvy f 
3alrti kyd3kwi kepkflkai eygnyvyf 
3alrt i kyds kw i ksphflka ieygnyvy f 
salrtikydskwikepkflhaieygnyvyf 
3 alrt i kyds kw i ke phflka i e ygnyv yf| 
5alrt i kyds kw i kepkflha i eygnyvyf 
salrt i kydskk i kephflha i eygnyvyf 
salrt i kyds kw i ke pkflha i eygnyvyf 
salrt i kyd s kw i ke pkflha i eygnyvyf 

fflLRTnKj?DSKwjjKE?KF^A3SYGgYHYF 
SLRTSl<?'DSKwlKEPSF^Eyg^ Y B YF 



260 
.1. 



270 
.1 • 



280 



290 



300 



•I- 



ffrei avehnklgkavy srvari ckndmggs qrvle khwts flkarln cs 
ffre i aveknnlgkavy srvari ckndmggs qrvle khwt3 flkarlncs 
ffre i a v3hnnlgka vysrvari ckndmggsqr vlekhkts flkarlncs 
ffreiaveknnlgkavysrvaricknd:-:ggsqrvlekkwtsflkarlncs 

F FRE I AVEHNNLGKAVY S RVAR I CKNDMGGS QRVLEKHWTS FLKARLNCS* 

ffreiavehnnlgkavysrvarickndkggsqrvlekhktsflkarlkcs 
ffrei avehnnlgkavys rvar i ckndmggsqr vlekhwts flkarlkcs 

FFRE I AVEHNNLGKAVYSRVARI CKNDMGGSQRVLEKHWT5 FLKARLNCS 

ffre i avshknlgka vysrvari ckndmggsqrvlekhwt3 flkarlncs 
ffreiaveS^gkB^rva^ckndmggsqrvlekSktsflkarlncs 
Wretav^s^gkSv^ 



310 



320 
..).. 



330 



•I- 



340 

iL 



350 



vpgdsffyfdvlqs itdi iqingi: 
vpgdsffyfdvlqsitdiiqikgi; 
vpgds f fy fdvlqs i td 1 1 q i ng i 
vpgds f fy fdvlqs i td 1 1 q i ng i 

VPGDSFFYFDVLQS I TDI IQINGI 
VPGDSFFYFDVLQSITDIIQIKGI 
VPGDSFFYFDVLQSITDIIQIKGI 
VPGDSFFYFDVLQSITDI IQINGI 
VPGDS FFY FDVLQS I TD I IQINGI 
VPGDSSFYFSnLC^TDglglKG? 
VPGDSiTtFYFifflLCaS^DS 1 '^^! 



PT WGVFTTQLNS I PGS. AVCAFSMDD 
?T WG VFTTQLNSI f($$ aVgAFS>1DD 
PTVVG VFTTQLNS I $QSAVC£ FSMDD 
. PT WGVFTTQLNS I PGS AVCAFSMDD 
; PT WGVFTTQLNS I PGS AVCAFSMDD 
; PT WGVFTTQLNS I PGS AVCAFSMDD, 
: PT WGVFTTQLNS I PGSAVCAFSMDC] 
; PT WGVFTTQLNS I PGS AVCAFSMDD 
1PTWGVFTTQLNS I PGS AVCAFSMDD 
f|tHBn3I PGSAVCaESm Jd 

fBtBJns i pgsavcaS3^2 c 



360 



370 



380 



390 



400 




450 



PDETLSFIKSHPLMDSAVPPIADEPWFTKTRVRYRLTAISVDHSAGPYQN 
PDETLSFIKSKPLMDSAVPPIADEPWFTKTRVRYRLTAISVDHSAGPYQN 
PDETLSFIKSHPLKDSAVPPIADEPWFTKTRVRYRLTAISVDHSAGPYQN 
PDETLS F I KSHPLMDSAVPPI ADEPWFTKTRVRYRLTAI S VDHS AGPYQN 
PDETLSFIKSHPLKDSAVPPIADEPWFTKTRVRYRLTAlSVDpSApPYQN 

pdetlsfikshplmdsavppiadepwftktrvryrltai^Vdhsagpyqn 

PDETLS F I KSHPLMDSAVPP I ADEPWFTKTRVRYRLTAI SVDHS AGP YQN 

pdetls fi kshplmdsavppi adepwftktrvryrltai svdhsagpyqk 
! ?detlsfikshplmdsavppiadepwftktrvryrltaisvdhsagpyqn 
IpdStl^fi kRhplmdSavpS i w f^tSvryrltS i 0vd2sagp yqn 

IppBrijBFIK^ 



460 



470 



480 



490 



500 



yt vi fvgseagmvlkvlaktBspfslndsvlleei eaynhakBBBB 

YT V I F VGSE AGMVLKVLAKThS P FSLKDS VLLE E I E AYNHAKCS AENEED 

ytvifvgseagmvlkvlaktIspfslndsvllssisaynkakcsaeneed 
ytvifvgseagmvlkvlaktIspfslndsvlleeieaynhakcsa^need 
ytvifvgseagmvlkvlaktIspfslndsvllseieaynkakcsaeneed 
ytvi fvgse agm vlkvlaktBs p fslnds VLLEE I EA ynhakcsasneed 



60 
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10 



15 



20 



25 



30 



35 



40 



45 



50 



55 



60 



65 



70 



75 



gi 
gi 
gi 
gi 
gi 



14133251 J 
14756857 | 
13376457 I 
11991660) 
9055334) 



NOV4A 
NOV4B 
NOV4C 
NOV4D 
NOV4E 
NOV4P 



gi 
gi 
gi 
gi 
gi 



14133251 
14756857 
13376457 
11991660 
90553341 



NOV4A 
NOV4B 
NOV4C 
NOV4D 
NOV4E 
NOV4F 



gi 
gi 
gi 
gi 
gi 



14133251 
14756857 
13376457 
11991660 
9055334 | 



N0V4A 
NOV4B 
N0V4C 
N0V4D 
NOV4B 
NOV4F 



gi 
gi 
gi 
gi 
gi 



14133251 
14756857 
13376457 
11991660 
9055334 | 



N0V4A 
NOV4B 
NOV4C 
NOV4D 
NOV4E 
NOV4F 



gi 
gi 
gi 
gi 
gi 



14133251 
14756857 
13376457 
11991660 
90553341 



NOV4A 
NOV4B 
NOV4C 
NOV4D 
NOV4E 
NOV4F 

gi 
gi 
gi 
gi 
gi 



14133251) 
14756857 I 
13376457) 
11991660 j 
9055334] 




510 



520 



.|....|. 



530 
..|.. 



540 



550 



KKVISLQLDKDKKALYVAFSSCI IRI 
KICV I SLQLDKDKHALYVAFSSCI I RI 
KKV I S LQLDKDH HALYVA FSSCIIRI 
KKVISLQLDKDHHALYVAFSSCIIRI 
KKV I S LQLD KDHHA LY VAF3 S C 1 1 R I 
KKVISLQLDKDHHALYVAFSSCIIRI 
KKVISLQLDKDHHALYVAFSSCIIRI 



PLSRCERYGSCKKSCXASRDPYCG 
PLS RCS RYG S CKZS&L AS Rp? YCG 
PLSRCE RYG S CK^C IAS RDP YCG 
PLSRCERYGSCKKSCI'ASRDPYCG 
PLSRCERYGSCKKSCXASRDPYCG 
PLSRCERYGSCKKSCXASRDPYCG 
PLSRCERYGSCKKSCIASRDPYCG 



560 



570 



580 



590 



600 



GSCGRVTPEHHJH^raaBNHSAEGYEQDTSFGNTAHLGDCH. 

GSCGRVTpBJW^Jffi^fflNHSAEGYEQDTSFGNTAHLGDCH"'' 
GSCGRVTFg^^^^^^gNHSAEGYEQDTEFGNTAHLGDCH^ 
GSCGRVTPgSBW j ^ffl^HSASGYSQDTEFGWTAHLGDCH 
GSCGRVTpfflJjJgJjJ^MHSAEGYEQDTEFGNTAHLGDCH 
GSCGRVTpBSBffi^^SS^^HSAEGYEODTEFGNTAHLGDCK 
GSCGRVTpSRff^SaSSljNHSAEGYEQDTEFGKiTAHLGDCH 



610 



620 



630 



640 



,|....|....|. 



650 



YEPYEGRVGSLKAI CYLLLFLKSTLFTLSHVS I 

I LPTSTTPD YKI FGGPTS 

I LP TS TTPDYKI FGGPT 

ILPTSTTPDYKI FGGPTSDMEVS SSS VTTMAS I PEITPKVIDTWRPKLTS 
ILPTSTTPDYKIFGGPTSDMEVSSSSVTTMASIPEITPKVIDTWRPKIiTS 



SFVAIjNGHSSSLLPSTTTSDSTAQEGYESRGGMLDWKHLLDSPDSTDPLG 
SFVAIjNGHASSLYPSTTTSDSASRDGYESRGGMLDWNDIjLEAPGSTDPLG 

660 670 680 690 700 

....|....|... .|....|.. ..|....|.. ..|...-|.... |-...| 

SRKFWQDDPNTSDFTDPIiSGI PK 
SRKFWQDDPNTSDFTDPLSG I PKj 

AVSSHNHQD KKOTlR|SYLKGllCp ) p«^lf^IAffllL 

AVSSHNHQD KK^I RgS YLKSlft^flpaTiuAI AQIL 

710 720 730 740 750 

..|. ... |. ...|....|... .).... |....|....|.... |....| 



GVRWE VQSGESNQM VHMNVLI 1 
3VRWE VQSGESNQM VHMNVLIl 
jGVRWE VQSGESNQM VHMNVL 1 1 
JGVRKEVQSGESNQMVHMNVL 1 1 
G VRWE VQSGE S NQM VHMNVL I T 
GVRWE VQSGESNQMVHMNVL 1 T 
GVRWEVQSGESNQMVHMNVLI 1 



AFVLGAFI AGVAVYCYRDMFVRKNRKI H 
AFVLGAFI AGVAVYCYRDMFVRKNRKI h 
AFVLGAFI AGVAVYCYRDMFVRKNRKI K 
AFVLGAFI AGVAVYCYRDMFVRKNRKI H 
AFVLGAFI AGVAVYCYRDMFVRKNRKI H \ 
AFVLGAFI AGVAVYCYRDMFVRKNRKI K 
AFVLGAFI AGVAVYCYRDMFVRKNRKI K 



KDAESAQSCTDSSGSFAKLNG 
KDAE SAQS CTDS S GS FAKLNG 
KDAESAQSCTDSSGSFAKLNG 
KDAESAQSCTDS SGS FAKLNG 
[KDAESAQSCTDSSGSFAKLNG 
KDAESAQSCTDSSGSFAKLNG 
KDAESAQSCTDSSGSFAKLNG 



760 



770 



.|....|....|....|....|. 



780 

..|.. 



790 



800 



61 



N0V4B 
N0V4C 
N0V4D 
N0V4E 
N0V4F 



gi 
gi 
gi 
gi 
gi 



14133251 
14756857 
13376457 
11991660 
9055334 | 



LFDSFVKSYQQNIDSPKLYS^LLTSRKELl 
LFD 3 ? V KE Y QQN I D 3 P KL Y S K LL-T SRKE] 

lfd 3 pvkeyqqn i d spklysnli/tsrkei-i 
lfdspvksyqqnids?klys:clltsrke|Si 

LFDSPVKSYCQKIDSPKLYSKLLTSRKEL 
1FD3 PVKEYQQN IDSPXLYSNLI/TSRKEL 
LFDSFVKFYOQNIDSPKLYSNLLTSRKHL 





KDPKBeAI LTPBmHNCj 

kdpi^ailtp^ihnc^Batps 



820 



830 



840 



850 



.|....|.-.-|. 



N0V4A 
N0V4B 
NOV4C 
N0V4D 
N0V4E 
N0V4F 



gi 
gi 
gi 

,9i 

gi 



14133251 
14756857 
13376457 
11991660 
9055334) 



-HGgSRi^liQFFPSSPgPHS 

gg^g^gvB^STLQAMi#is^fiiG- -hg§Jsr|^t§qffpsspSphs 

iffpsspSphs 
ffpsspSphs 
ffpsspBphs 




spviBtdl 

ISPVIQTDIi 



900 



N0V4A 
N0V4B 
N0V4C 
N0V4D 
N0V4E 
N0V4F 



gi 
gi 
gi 
gi 
gi 



14133251 
14756857 
13376457 
11991660 
90553341 




910 



920 



N0V4A 
N0V4B 
N0V4C 
N0V4D 
N0V4E 
N0V4F 



930 



940 



950 



gi 
gi 
gi 
gi 
gi 



14133251 
14756857 
13376457 
11991660 
9055334) 




PpSNPKAIMGDIQMAHQNLMLDPMGSM 
pjlsNPKAIMGDIQMAHQNIjMLDPMGSM 
&PSSNPKAIMGDIQMAHQNLMLDPMGSM 



gPNHGVNL VENli- 



960 



970 



980 



990 



1000 



N0V4A 
N0V4B 
N0V4C 
N0V4D 
N0V4E 
N0V4F 

gi 
gi 
gi 
gi 
gi 



1413325l| 
14756857] 
13376457 | 
11991660) 
90553341 



sevppkvpnreaslysppstlprnsptkrvdvpttpgvpmtslerqrgyh 

sevtpkvpnreaslysppstlprnsptkrvdvpttpgvpmtslerqrgyh 

sevppkvpnreaslysppstlprnsptkrvdvpttpgvpmtslerqrgyh 
sevppkvpnreaslysppstlprnsptkrvdvpttpgvpmtslerqrgyh 
sevppkvp^aslysppstlprnsptkrvdvpttpgvpmtslerqrgyh 

dslppkvporeaslgppgaslsqtglskrlemhhs - — ssygvdykrsyp 

SPY 



1010 



1020 



1030 



1040 1050 



N0V4A 
N0V4B 
N0V4C 
N0V4D 
N0V4E 
N0V4F 

gi|l413325l| 
gi | 14756857 | 



KNSSQRHS I SAMPg- -N1^SPNGVLI^QP§^#3GYMPTPTGAKVDYIQ 
KNSSQRHS I SAMPg- -NliNS PNGVLI^QPg^GGYMPTPTGAKVDY IQ 

HQ 

rPTGAKVDYIQ 
DYIQ 



KNSSQRHS I SAMPS- -NLNS 
KNSSQRHS I SAM pH- -NLNSP) 
KNSSQRHS I SAMPg- -NLNSP) 
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NOV4A 
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14133251 
14756857 
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11991660 
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N0V4A 
NOV4B 
NOV4C 
NOV4D 
N0V4E 
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14756857 
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11991660 
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PCT/US01/48369 



tnsltrshqatt: 



ti^rnntnssnsshlSiwc^pc^gd-npppapqrvds IQ 

Vlfl QF@ — Egj&Ng — 



1060 1070 1080 1090 



1100 



G- 

g-t: 



SYTSNGTLPRTGLKRTPSLPCPDVPPKPSFVPQT 



g-tpvsvhlq1 
g-tpvsvhi^p] 
g-tpvsvhlq: 




[SSYTSNGTLPRTGLKRTPSLKPDVPPKPSFVPQT 
SSYTSNGTLPRTGLKRTPSLKPDVPPKPSFVPQT 
[SSYTSNGTLPRTGIiKRTPSLKPDVPPKPSFVPQT 



VHSSQPSGQAV 
QGIII 

1110 
; ...|....|. 

PSVRPLNKYTY 

PSVRPIiNKYTY 

PSVRPIiNKYTY 
PSVRPLNKYTY 
PSVRPIiNKYTY 

TSMKPNDACT- 



DPSLNAYNSLTRSGLKRTPSIiKPDVPPKPSFAPLS 



35 Tables 40 lists the domain description from DOMAIN analysis results against N0V4a. 

This indicates that the N0V4a sequence has properties similar to those of other proteins 
known to contain this domain. 



Table 4N. Domain Analysis of NOV4a 

gnl | Smart | smart 0 0630 , Sema, seraaphorin domain 

CD-Length = 430 residues, 96.0% aligned 

Score = 436 bits (1122), Expect « le-123 



40 The semaphorin/collapsin family of molecules plays a critical role in the guidance of 

growth cones during neuronal development See semaphorin 3F (601 124). They represent a 
family of conserved genes that encode nerve growth cone guidance signals. In the process of 
constructing a complete cosmid/Pl contig covering this region for the positional cloning of 
oncogenes, Sekido et al. (1996) identified 2 additional members of the human semaphorin 

45 family, semaphorin 3B, which they called semaphorin A(V), and semaphorin 3F, which they 
called semaphorin IV, in chromosome region 3p21.3. The 2 genes lie within approximately 70 
kb of each other, to have widespread but distinct patterns of expression in nonneural tissues, 
and to have different patterns of expression in lung cancer. Human semaphorin A(V) has 86% 
amino acid homology with murine semaphorin A, whereas semaphorin IV is more closely 
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related to murine semaphorin E, with 50% homology. The 2 semaphorin genes are flanked by 
2 GTP-binding protein genes, GNAI2 (139360) and GNAT1 (139330). Sekido et al. (1996) 
stated that other human semaphorin gene sequences, for example, human semaphorin III 
(SEMA3A; 603961) and homologs of murine semaphorins B (SEMA4A) and C (SEMA4B), 
5 are not located on chromosome 3. Sekido et al. (1996) showed that human semaphorin A(V) is 
translated in vitro into a 90-kD protein that accumulates in me endoplasmic reticulum. Human 
semaphorin A(V) was expressed in only 1 out of 23 small cell lung cancers (SCLCs) and 7 out 
of 16 non-SCLCs, whereas semaphorin IV was expressed in 19 out of 23 SCLCs and 13 out of 
16 non-SCLCs. Mutational analysis of semaphorin A(V) revealed mutations (germline in 1 
10 case) in 3 of 40 lung cancers. 

The semaphorins are a family of proteins that are involved in signaling. All the 
family members have a secretion signal, a 500-amino acid sema domain, and 16 conserved 
cysteine residues (Kolodkin et al., 1993). Sequence comparisons have grouped the secreted 
semaphorins into 3 general classes, all of which also have an immunoglobulin domain. The 
1 5 semaphorin HI family, consisting of human semaphorin ffl (SEMA3A; 603961), chicken 
collapsin, and mouse semaphorins A, D, and E, all have a basic domain at the C terminus. 
Chicken collapsin contributes to path finding by axons during development by inhibiting 
extension of growth cones Luo et al. (1993) through an interaction with a collapsin response 
mediator protein of relative molecular mass 62K (CRMP-62) (Goshima et al., 1995), a 
20 putative" homolog of an axonal guidance associated UNC-33 gene product (601 168). Xiang 
et al. (1996) isolated a novel human semaphorin, which they termed semaphorin m/F, from 
a region of the 3p21.3 region involved in homozygous deletions in 2 small cell lung cancer 
(SCLC) cell lines. The gene was expressed as a 3.8-kb transcript in a variety of cell lines 
and tissues. It was detected as early as embryonic day 10 in mouse development. There was 
25 high expression in mammary gland, kidney, fetal brain, and lung and lower expression in 
heart and liver. Although there was reduced expression of the gene in several SCLC lines, 
no mutations were found. The new gene had characteristics of a secreted member of the 
semaphorin m family, with 52% identity with mouse semaphorin E and 49% identity with 
chicken collapsin/semaphorin D. Sekido et al. (1996) localized the SEMA3F and SEMA3B 
30 (601281) genes to 3p21.3. 

The semaphorins comprise a large family of membrane-bound and secreted proteins, 
some of which have been shown to function in axon guidance. See semaphorin 3F 
(601 124). Encinas et al. (1999) cloned a novel semaphorin, which they referred to as 
semaphorin W (SEMAW). Sequence analysis of the SEMAW gene indicated that SEMAW 



WO 02/064791 PCTYUSO 1/48369 

is a member of the class IV subgroup of transmembrane semaphores. The mouse and rat 
forms of semaphorin W share 97% amino acid sequence identity, and each shows 
approximately 91% identity with the human form. The SEMAW gene contains 15 exons, up 
to 4 of which were absent in the human cDNAs sequenced by Encinas et al. (1999). 
5 Expression studies showed that SEMAW mRNA is expressed at high levels in postnatal 

brain and lung and, unlike many other semaphorins, at low levels in the developing embryo. 
Functional studies showed that semaphorin W can collapse retinal ganglion cell axons. By 
genetic mapping with human/hamster radiation hybrids, Encinas et al. (1999) mapped the 
human SEMAW gene to chromosome 2pl3. By genetic mapping with mouse/hamster 
10 radiation hybrids, they mapped the mouse Semaw gene to chromosome 6; physical mapping 
placed the gene on BACs carrying microsatellite markers D6Mit70 and D6Mitl89. This 
localization placed the mouse Semaw gene within the locus for motor neuron degeneration- 
2 of mouse, making it an attractive candidate for that disorder. 

Neural networks that are very complicated but specific to each neuron are formed 

1 5 during development when growth cones make specific pathway choices and find their 
correct targets using a variety of guidance molecules in their surroundings. The 
semaphorins (SEMAs) are a family of transmembrane and secreted proteins that appear to 
function during growth cone guidance. These proteins contain a conserved sema domain of 
approximately 500 amino acids. Inagaki et al. (1995) cloned a novel mouse semaphorin 

20 gene, which they named semaphorin F (SemaF). In situ hybridization detected SemaF 

expression throughout the brain and spinal cord of E15.5, E16.5, and PI mice. In the central 
nervous system, expression was very high in the primordia of the neocortex, hippocampus, 
thalamus, hypothalamus, tectum, pontine nuclei, spinal cord, and retina. High expression 
was also found in the primordia of various tissues, such as the olfactory epithelium, 

25 epithelium of the vomeronasal organ, enamel epithelium of teeth; anterior and intermediate 
lobes of the pituitary, epithelium of the inner ear, and sensory ganglia, including trigeminal 
and dorsal root ganglia. In addition, SemaF was expressed in the lung and kidney. In adult 
mice, SemaF expression was markedly decreased, with very low expression in several 
restricted regions of the brain, including the hippocampus. Inagaki et al. (1995) suggested 

30 that SemaF functions in forming the neural network during development. 

The semaphorins are a family of proteins thought to be involved in axonal guidance. 
Most of the known semaphorins have a similar primary structure characterized by the 
semaphorin domain and a carboxy-terminal Ig motif. Here we report the cloning of two 
members (semF and G) of a novel class of membrane-bound semaphorins which contain 

65 



WO 02/064791 PCT/USO 1/48369 

seven carboxy-terminal thrombospondin repeats, a motif known to promote neurite 
outgrowth. SemF and G transcripts are expressed, together with semD and E, in specific 
regions of young mouse embryos, demarcating distinct compartments of the developing 
somites or the undifferentiated neuroepithelium. The identification of semF and G increases 
5 the number of vertebrate semaphorins to at least 20 and suggests that some semaphorins 
might act as positive axonal guidance cues. 

The disclosed NOV4 nucleic acid of the invention encoding a Semaphorin-like protein 
includes the nucleic acid whose sequence is provided in Table 4A, or 4C or a fragment 
thereof. The invention also includes a mutant or variant nucleic acid any of whose bases may 
10 be changed from the corresponding base shown in Table 4A or 4C while still encoding a 

protein that maintains its Semaphorin-like activities and physiological functions, or a fragment 
of such a nucleic acid. The invention further includes nucleic acids whose sequences are 
complementary to those just described, including nucleic acid fragments that are 
complementary to any of the nucleic acids just described. The invention additionally includes 
1 5 nucleic acids or nucleic acid fragments, or complements thereto, whose structures include 
chemical modifications. Such modifications include, by way of nonlimiting example, 
modified bases, and nucleic acids whose sugar phosphate backbones are modified or 
derivatized. These modifications are carried out at least in part to enhance the chemical 
stability of the modified nucleic acid, such that they may be used, for example, as antisense 
20 binding nucleic acids in therapeutic applications in a subject In the mutant or variant nucleic 
acids, and their complements, up to about 0 percent of the bases may be so changed. 

The disclosed NOV4 protein of the invention includes the Semaphorin-like protein 
whose sequence is provided in Table 4B or 4D. The invention also includes a mutant or 
variant protein any of whose residues may be changed from the corresponding residue shown 
25 in Table 4B or 4D while still encoding a protein that maintains its Semaphorin-like activities 
and physiological functions, or a functional fragment thereof. In the mutant or variant protein, 
up to about 0 percent of the residues may be so changed. 

The protein similarity information, expression pattern, and map location for the 
semaphorin-like protein and nucleic acid (NOV4) disclosed herein suggest that this NOV4 
30 protein may have important structural and/or physiological functions characteristic of the 
Semaphorin family. Therefore, the NOV4 nucleic acids and proteins of the invention are 
useful in potential diagnostic and therapeutic applications. These include serving as a specific 
or selective nucleic acid or protein diagnostic and/or prognostic marker, wherein the presence 
or amount of the nucleic acid or the protein are to be assessed, as well as potential therapeutic 
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applications such as the following: (i) a protein therapeutic, (ii) a small molecule drug target, 
(iii) an antibody target (therapeutic, diagnostic, drug targeting/cytotoxic antibody), (iv) a 
nucleic acid useful in gene therapy (gene delivery/gene ablation), and (v) a composition 
promoting tissue regeneration in vitro and in vivo. 
5 The NOV4 nucleic acids and proteins of the invention are useful in potential diagnostic 

and therapeutic applications implicated in various diseases and disorders described below. For 
example, the compositions of the present invention will have efficacy for treatment of patients 
suffering from Parkinson's disease , psychotic and neurological disorders, Alzheimers disease, 
Lung and other cancers and/or other pathologies. The NOV4 nucleic acids, or fragments 

10 thereof, may further be useful in diagnostic applications, wherein the presence or amount of 
the nucleic acid or the protein are to be assessed. 

NO V4 nucleic acids and polypeptides are further useful in the generation of antibodies 
that bind immunospecifically to the novel substances of the invention for use in therapeutic or 
diagnostic methods. These antibodies may be generated according to methods known in the 

15 art, using prediction from hydrophobicity charts, as described in the "Anti-NOVX Antibodies" 
section below. For example, the disclosed NO V4a protein has multiple hydrophilic regions, 
each of which can be used as an immunogen. In one embodiment, a contemplated NOV4 
epitope is from about amino acids 1 to 10. In another embodiment, a NOV4 epitope is from 
about amino acids 170 to 200. In additional embodiments, NOV4 epitopes are from about 

20 amino acids 270 to 325, and from about amino acids 425 to 460. These novel proteins can be 
used in assay systems for functional analysis of various human disorders, which will help in 
understanding of pathology of the disease and development of new drug targets for various 
disorders. 



25 NOV5 

NOV5 includes two novel serine/threonine kinase-like proteins disclosed below. The 
disclosed sequences have been named NO V5a and NO V5b. 
NOV5a 

A disclosed NOV5a nucleic acid of 2388 nucleotides (also referred to as CG5021 1-01) 
30 encoding a novel serine/threonine kinase-like protein is shown in Table 5A. An open reading 
frame was identified beginning with an ATG initiation codon at nucleotides 201-203 and 
ending with a TGA codon at nucleotides 2295-2297. 

Table 5A. NOVSa Nucleotide Sequence (SEQ ID NO:21) 
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TGCACGGGGCCACTAGGACCCTCG^ 

CCCGGGCGTTCTCGGOTCCCAGK7TTTTGAGCTCGCGT 

(^CCCTGGGACCCCCGCCCCCCCCACCCGGCCGCCCCTGqC^ 

GGACGGTGCTGGCCCCGGGCSU^OGATCGGAACTCGGAC^ 

GGACAAAGGCCCGTCCTGGTCCAGCCGCTCACT 

GAGGAGCAGCCCCACGTGGGCAACTACC^CCTGCTGAGGACCA 

agctggctcggcacatcctcactggtcgggaggttgccm 

CAGCAGCCTGCAGAAGCTX3TTCCGAGAAG 

ctctttgaggtgattgagactgagaagacgctgtacc^^ 

CCACCCTCTCCGCCCTGCCCC^^ 
CTGCCCTGCAC^GAAGTGTTTGACTAOT^ 

AAGTTCCGACAGATTGTTTCGGCTGTGCACTATTGTCACCAGAAAAATATTG 
CTGAGAACCTCTTGCTGGATGCCGAGGCCAACATCAAGATTG 
ACTGGGATCGAAGCTGGACACGTTCTGCGGGAGCCCCCCATATGCC^CCCCGGAGC 
AAGTACGACGGGCCGGAGGTGGACATCTGGAGCCTG^ 

TGCCCTTCGACGGGCACAACCTCAAGGAGCTGCGGGAGCGAGTACTCAGAGGGAAGTAC 

CTACATGTCAACAGACTGTGAGAGCATCCTGCGGAGATTTTTGGTOT 

CTCGAGCAAATCATGAAAGACAAATGGATCAACATCGGOTAT 

AGCCCGAGGAGGACTTCGGGGACACCAAGAGAATTGAGGTGATGGTGGGTATG 

AATCAAAGAGTCC^GAC(^GCCAGAAGTACAACGAAGTGACCGCCACOT 

CTGAGCCCGACGAGCACGGGGGAGGCGGAGCTGAAGGAGGAGC^Gra 

GCACCGCGGGGAGTGGGAGTCGAGGGCTGCCCCCCTCCAGCCCCATGGTCAGCAG^ 

CAAGGCAGAGATCCmGAGCGGCGGAAGGACAGCACGTC^ 

CGCAGAAACACCTACGTTTGCACAGAACGCCCGGGGGCTGAGCGCCCGTCACT^ 

AAAACCGGGTGCCCCCTGCCTCCCCCTCCAGTCACAGCCTGGCACCCCCATCAGGGGAGCX5GAGCCGCCT 

GGCACGTGGTTCCACCATCCX3CAG(^CCTTCCATGGTGGCCAGGTCCGGGACCG^ 

GGTGGTCGGGGTGTGCAGAATGGGCCCCCTGCCTCTCCCACACTGGC^ 

CCGGGCGGCCCCGCCCCACCACCAACCTCTTCACCAAGCTGAOT 

TTGCCATCTACCTTGGGATCAAACGGAAACCGCCCCCCGGCT 

ACCAGCTCGCGCCCTCCTGAGGCCCTGATGGCAGCTC 

GCCGCCAGCCACAGCCGTTCCTGCTGGCCTGCCTGCACGGGGGTGCGGGCGGGCCCGA 
CTTCGAAGTGGAGGTCTGCCAGCTGCCCCGGCCAGGCTTGCX5GGGAGTTCTCTTCCGCCGTGTGGCGGGC 

ACCGCCCTGGCCTTCCGCACCCTCGTCACCCGCM 

CAGGGCCCTTACTCTTCCTCTCCCTTGTCGCCTTCACTTCTACAGGAGGGGA^ 
TCTCCCTT 
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The NOV5a nucleic acid was identified on chromosome 19 and has 592 of 842 bases 
(70%) identical to a gb:GENBANK-ID:RNMARKl|acc:Z83868.1 mRNA from Rattus 
norvegicus (R.norvegicus mRNA for serine/threonine kinase MARK1). 

A disclosed NOV5a polypeptide (SEQ ID NO:20) encoded by SEQ ID NO: 19 is 698 
amino acid residues and is presented using the one-letter code in Table 5B. Signal P, Psort 
and/or Hydropathy results predict that NOV5a has no signal peptide and is likely to be 
localized in the cytoplasm with a certainty of 0.4500. In other embodiments, NOV5a may also 
be localized to the microbody with a certainty of 0.300, the mitochondrial matrix space with a 
certainty of 0.1000, or the lysosome (lumen) with a certainty of 0.1000. 



Table SB. Encoded NOVSa protein sequence (SEQ ID NO:22) 



MSSRTVLAPGNDRNSDTHGTLGSGRSSDKGPSWSSRSLG 
AKVKLARHILTGREVAIKIIDKTQLNPSSLQK^ 
GEPPTLSALPLCHLPLPLHLTLTPLGLCPAGEVF^ 
DLKAENLLLDAEANIKIADFGFSNEFT^ 

S GSLiP FDGHNIjKELRERVIjRGKYRVP fymstdces ILRRFLVLNPAKRCTLEQIMKDKWINIGYEGEELK 

PYTEPEEDFGDTKRIEVMVGMGYTREEIKESLTSQKYNCT^ 

ASCSTAGSGSRGLPPSSPMVSSAfflTCNKAEIPERRKDSTPVS^^ 

NGKENRVP PAS P S SHSLAP P S GERSRLARGSTI RS TFHGGQVRDRRAGGGGGGGVQNGPPAS PTLAHEAA 
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PLPAGRPRPTTNLFTKLTSKLTRSR^ 
RCRCRQPQPFLIACLHGGAGGPEPLSHFEVEVTO^ 



The disclosed NOV5a amino acid sequence have 237 of 401 amino acid residues 
(59%) identical to, and 279 of 401 amino acid residues (69%) similar to, the 729 amino acid 
residue ptnr:SPTREMBL-ACC:Q9JKE4 protein from Mus musculus (Mouse) (ELKL MOTEF 
5 KINASE 2 SHORT FORM). 

NOV5a is expressed in at least : lung, placenta, ovary, liver, lymph, colon, testis, B- 
cell, muscle, skin, brain, tonsil. This information was derived by determining the tissue 
sources of the sequences that were included in the invention including but not limited to 
SeqCallihg sources, Public EST sources, Literature sources, and/orRACE sources. 

10 NOV5b 

A disclosed NOV5b nucleic acid of 1549 nucleotides (also referred to as CG5021 1-02) 
encoding a novel serine/threonine kinase-like protein is shown in Table 5A. An open reading 
frame was identified beginning with an ATG initiation codon at nucleotides 23-25 and ending 
with a TGA at nucleotides 1547-1549. 



Table SC. NOVSb Nucleotide Sequence (SEQ ID NO:23) 

TGCCCCCCGGGACCCX3GAGAAGA TGTCTTCGCGGACGGTGCTGG 
GAACTCGGACACGCATGGCA^ 
GTCCAGCCGCTCACTGGGTGCCQ3TTGCCG 
GCCCCACGTGGGCAACTACCGCCTGCTGAGGACCATTGO 

CAAGCTGGCTCGGCACATCCTCACTGGTCGGGAGGTTGCCATC^AGATTATCGACAAAAC 

CCAGCTGAATCC^GCAGCCTGCAGAAGCTGTTCCGAGAAGTCCGCATCATGAAGGGCCT 

AAACCACCCCAACATCGTGAAGCTCTTTGAGGTGATTGAGACTGAGAAGACGCTGTACCT 

GGTGATGGAGTACGCMGTGCTGGAGAAGTGTTTGACTACCTCGTGTCGCATGGCCGCAT 

GAAGGAGAAGGAAGCTCGAGCCAAGTTCCGACAGATTGTTTCGGCT^ 

CCAGAAAAATATTGTACACAGGGACCTGAAGGCTGAGAACCTCT 

CAACATCAAGATTGCTGACTTTGGCTTCAGCAAC^ \ 
CAOSTTCTGCX&GAGCCCCCCAra^ 

CGGGCCGGAGGTGGAC^TCTGGAGCCTGGGAGTCATCCTGTACACCCTCGTCAGCGGCTC 
CCTGCCCTTCGACGGGCACAACCTCAAGGAGCTGCGGGAGCGAGTACTCAGAGGGAAGTA 
CCGGGTCCCTTTCTACATGTCAACAGACTGTGAGAGCATCCT 
GAACCCAGCTAAACGCTGTACTCTCGAGCAAATCATGAAAGACAAATGGATC^ 
CTATGAGGGTGAGGAGTTGAAGCCATACACAGAGCCCGAGGAGGACTTCGGGGACACCAA 
GAGAATTGAGGTGATGGTGGGTATGGGCTACACACGGGAAGAAATGAAAGAGTCCOT 
CAGCCAGAAGTACAACGAAGTGACCGCCGGGCGGCCCCGCCC 
CAAGCTGACCTCCAAACTGACCCGAAGGGTCGCAGACGAACCTGAGAGAATCG^ 
TGAGGTCACAAGTTGCCATCTACCTTGGGATCAAACGGAAACraCCCCCCGGCTGCTCCG 
ATTCCCCTGGAGTGTGAAGCTGACCAGCTCGCGCCCTCCTGAGGC^ 
GCGCCAGGCCACAGCAGCCGCCCGCTGCCGCTGC^ 
| CTGCCTGCACGGGGGTGCGGGCGGGCCCGAGCCCCTGTCCCACTTCGAAGTGGAGGTCTG 
CCAGCTGCCCCGGCCAGGCTTGQ3GGGAGTTCTCTTCCGC^ 
GGCCTTCCGCACCCTCGTC^CCCGCATCTCCAACGACCTCGAGCTCTGA 

15 

The NOVSb nucleic acid was identified on chromosome 19 and has 1 107 of 1 108 
bases (99%) identical to a gb:GENBANK-BD:AB049127|acc:AB049127.1 mRNA from Homo 
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sapiens (Homo sapiens MARKL1 mRNA for MAP/microtubule affniity-regulating kinase like 

1, complete cds). 

A disclosed NOV5b polypeptide (SEQ IDNO:20) encoded by SEQ IDNO:19 is 508 
amino acid residues and is presented using the one-letter code in Table 5B. Signal P, Psort 
> and/or Hydropathy results predict that NOV5b has no signal peptide and is likely to be 

localized in the cytoplasm with a certainty of 0.4500. In omer embodiments, NOV5b may also 
be localized to the microbody with a certainty of 0.300, the mitochondrial matrix space with a 
certainty of 0.1000, or the lysosome (lumen) with a certainty of 0.1000. 
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Table 5D. Encoded NOV5b protein sequence (SEQ ID NO:24) 



MSSRTVLAPGNDRNSDTHGTLGSGRS SDKGPSWSSRSLGARCRNS IAS CPEEQPHVGNYR 
LLRTIGKGNFAKVKLARHILTGREVAIKIIDKTQLNPSSLQKLFREWIMKGLNHPNIVK 

LFEVIETEKTLYLVMEYASAGEVFDYLVSHGRMKEK^^ 

DLKAENLLLDAEANIOADPGFSNEFTLGSKLDTFCX5SPPYAAPELFQGKKYDGPEVDIW 
SLGVILYTLVSGSLPFIXSHNLKELRERVLRGKYRVPFyMSTDCESILRRFIjVIiNPAKRCT 
LEQIMKDKWINIGYEGEELKPYTEPEEDFGDTKRIEVMVGMGYTREEIKESLTSQKYNEV 
TAGRPRPTTNLFTKLTSKLTRRVADEPERIGGPEVTSCHLPWDQTETAPRLLRFPWSVKL 
TSSRPPEALMAALRQATAAARCRCRQPQPFLIiACLHGGAGGPEPLSHFEVEVCQIiPRPGL 

RGVLFRRVAGTAIiAFRTLVTRISNDLEL . , 
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The disclosed NOV5b amino acid sequence has 361 of 362 amino acid residues (99%) 
identical to, and 361 of 362 amino acid residues (99%) similar to, the 688 amino acid residue 
ptnr: SPTREMBL-ACC:Q9BYD8 protein from Homo sapiens (Human) (MAP/ 
MICROTUBULE AFFINITY-REGULATING KINASE LIKE 1). 

NOV5b is expressed in at least : lung, placenta, ovary, liver, lymph, colon, testis, B- 
cell, muscle, skin, brain, tonsil. Expression information was derived from the tissue sources of 
the sequences that were included in the derivation of the sequence of CuraGen Acc. No. 
CG50211-02. 

NOV5a also has homology to the amino acid sequences shown in the BLASTP data 
listed in Table 5E. 



Table 5E. BLAST results for NOVSj 


a 




Gene Index/ 
Identifier 


Protein/ Organism 


Length 
(aa) 


Identity 
{%) 


Positives 
(%) 


Expect 


qi 1 14763165 |ref|XP 

030962.11 

(XM_030962) 


MAP/microtu 
bule affinity- 
regulating kinase 
like 1 [Homo 
sapiens] 


688 


77 


78 


0.0 
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qi| 14017937 Idbil BAB 


KIAA1860 
protein [Homo 
sapiens] 


689 


77 


78 


0.0 


47489. 1| (AB058763) 


gii 13899225 |ref|NP 


MAP/microtu 
bule affinity- 
regulating kinase 
like 1 [Homo 
sapiens] 


688 


76 


77 


0.0 


113605. 1| 
(NM__031417) 


gi | 4505103 |ref|NP 0 
02367 . 1 | 
<NM_002376) 


MAP/micro tubule 
affinity- 
regulating kinase 
3 [Homo sapiens] 


713 


59 


70 


0.0 















The homology of these sequences is shown graphically in the ClustalW analysis shown 
in Table 5R 

Table 5F* Clustal W Sequence Alignment 
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1) N0V5a (SEQ ID NO: 20) 

2) NOV5b (SEQ ID NO: 22) 

3) Gi|l6SS5378| (SEQ ID NO: 70) 

4) gi 14763165 (SEQ ID NO: 71) 

5) gi 14017937 (SEQ ID NO: 72) 

6) gi 13899225 (SEQ ID NO: 73) 

7) gi 4505103| (SEQ ID NO: 74) 



15 



20 



25 



30 



35 



40 



45 



NOV5A 
NOV5B 



gi 
gi 
gi 
gi 
gi 



16555378 | 
14763165) 
14017937) 
13899225) 
4505103 | 



NOV5A 
NOV5B 



gi 


16555378 


gi 


14763165 


gi 


14017937 


gi 


13899225 


gi 


4505103 | 


NOV5A 


NOV5B 


gi 


16555378 


gi 


14763165 


gi 


14017937 


gi 


13899225 


gi 


4505103) 



NOV5A 
NOV5B 



60 



70 



I 



80 



90 



I. 



100 

. .1 



PSEQPHVGNYRLLRTIGKGNFAKVKLARHILTGREVAIKIIDKTQLWPSS 
PEEQPHVGiV^RLLRTIGKGFFAKVKIARHILTGRSVAIKIIDKTQLNPSS 
PEEQPHVGNYRLLRTIGKGNFAKVKLARHILTGREVAIKIIDKTQLNPSS 
PEEQPHVGNYRLLRTIGKGNFAKVKLARHILTGREVAIKIIDKTQLNPSS 
PEEQPHVGNYRLLRTIGKGWFAKVKLARKILTGREVAIKIIDKTQLNPSS 
PEEQPHVGNYRLLRTIGKGN^AKVKLARHILTGREVAIKIIDKTQLNPSS 
g3EQPHEGNyRLlJST I GKGNFAKVKLARH I LTGRE VAI KI IDKTQLNPSs 



110 



120 



130 



LQKLFREVRIMKGLNHPNIVKLFEVIETEKTLYLVME.YASA'9 

lqklfrsvrimkglnhpnivklfevietektlylv^eya'siag 
lq kl fre vr i mkg lnh pn ivklfe v i ete ktlylvm ey as ag 
lqklfre vr imkglnhpni vklfevi etektlylvmeyasag 
lq kl fre vr i m kglmh pn i v klf e v i e te ktl y lvm e y a s ag 
lqklfrevrimkglnhphivklfevietektlylvmeyasag 
lqklfrevrimkBlnhpmivklfsviet(5ktlylEmeyasEg 



140 150 

..)....) 

EPPTLSAIi 



160 



170 

....|....|....|....|. 

PLCHLPLPLHLTLTPLGLCPAI 



180 



190 



200 




210 



220 



230 



■ I I 



240 



250 



HYCHQKNI VHRDLKA EN LLLDAEAN I KI ADFGFSNEFTLGSKLDTFCGSP 
HYCHQKNIVHRDLKAENLLLDAEANIKIADFGFSHEFTLGSKLDTFCGSP 



gi 
gi 
gi 
gi 
gi 



16555378 
14763165 
14017937 
13899225 
4505103 | 



NOV5A 
NOV5B 



gi 
gi 
gi 
gi 
gi 



16555378| 
14763165) 
14017937 I 
13899225 | 
4505103 1 



NOV5A 
NOV5B 

gi 
gi 
gi 
gi 
gi 



16555378] 
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40 Tables 5G-I list the domain description from DOMAIN analysis results against 

NOV5a. This indicates that the NOV5a sequence has properties similar to those of other 
proteins known to contain this domain. 



Table 5G. Domain Analysis of NOVSa 

QnllSmartlsmart00220, SJTKc, Serine/Threonine protein kinases, catalytic 
domain; Phosphotransferases. Serine or threonine-specific kinase subfamily 

CD-Length = 256 residues, 100.0% aligned 
Score = 299 bits (765), Expect = 4e-82 
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Table 5H. Domain Analysis of NOVSa 

gnl [Smart jsmart00220, SJTKc, Serine/Threonine protein kinases, catalytic 
domain; Phosphotransferases. Serine or threonine-specific kinase subfamily 

CD-Length = 256 residues, 100.0% aligned 
Score = 299 bits (765), Expect = 4e-82 



Table 5L Domain Analysis of NOVSa 
anHSmartlsmart00219. TyrKc, Tyrosine kinase, catalytic domain; 
Phosphotransferases. Tyrosine-specific kinase subfamily 

CD-Length = 258 residues, 98.8% aligned 
Score = 150 bits (378), Expect = 3e-37 



Eukaryotic protein kinases (Hunter T. (1991) Protein kinase classification. Meth. 
5 Enzymol. 200: 3-37) are enzymes that belong to a very extensive family of proteins which 
share a conserved catalytic core common with both serine/threonine and tyrosine protein 
kinases. Protein phosphorylation is a fundamental process for the regulation of cellular 
functions. The coordinated action of both protein kinases and phosphatases controls the levels 
of phosphorylation and, hence, the activity of specific target proteins. One of the predominant 

10 roles of protein phosphorylation is in signal transduction, where extracellular signals are 
amplified and propagated by a cascade of protein phosphorylation and dephosphorylation 
events. Two of the best characterized signal transduction pathways involve the cAMP- 
dependent protein kinase and protein kinase C (PKC). Each pathway uses a different second- 
messenger molecule to activate the protein kinase, which, in turn, phosphorylates specific 

1 5 target molecules. Extensive comparisons of kinase sequences defined a common catalytic 
domain, ranging from 250 to 300 amino acids. This domain contains key amino acids 
conserved between kinases and are thought to play an essential role in catalysis. In the N- 
terminal extremity of the catalytic domain there is a glycine-rich stretch of residues in the 
vicinity of a lysine residue, which has been shown to be involved in ATP binding. In the 

20 central part of the catalytic domain there is a conserved aspartic acid residue which is 

important for the catalytic activity of the enzyme (Taylor S.S., Xuong N.-H., Knighton D.R., 
Zheng J., Ten Eyck L.F., Ashford V.A., Sowadski J.M. (1991) Crystal structure of the 
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catalytic subunit of cyclic adenosine monophosphate-dependent protein kinase. Science 253: 
407-414). 

Protein kinases and phosphatases regulate cell-cycle progression, transcription, 
translation, protein sorting and cell adhesion events that are critical to the inflammatory 
5 process. Two of the best-characterized immunosuppressants, cyclosporin and rapamycin, are 
also effective anti-inflammatory drugs. They act directly on protein phosphorylation and, as 
such, validate the concept that small-molecule modulators of phosphorylation cascades 
possess anti-inflammatory properties (Bhagwat SS, Manning AM, Hoekstra MF, Lewis A. 
Gene-regulating protein kinases as important anti-inflammatory targets. Drug Discov Today. 
10 1999 Oct;4(10):472-479). 

Some examples of the role of serine/threonine protein kinases that are important in cell 
proliferation and disease include AKT, RAF1 and PIM1. Dudek et al. (Dudek, H.; Datta, S. R.; 
Franke, T. F.; Birnbaum, M. J.; Yao, R.; Cooper, G. M.; Segal, R. A.; Kaplan, D. R.; 
Greenberg, M. E.: Regulation of neuronal survival by the serine-threonine protein kinase Akt. 

1 5 Science 275: 66 1 -663, 1 997) demonstrated that AKT is important for the survival of cerebellar 
neurons. Thus, the 'orphan 1 kinase moved center stage as a crucial regulator of life and death 
decisions emanating from the cell membrane. Holland et al. (Holland, E. C; Celestino, J.; 
Dai, C.; Schaefer, L.; Sawaya, R. E.; Fuller, G. N.: Combined activation of Ras and Akt in 
neural progenitors induces glioblastoma formation in mice. Nature Genet. 25: 55-57, 2000.) 

20 transferred, in a tissue-specific manner, genes encoding activated forms of Ras and Akt to 

astrocytes and neural progenitors in mice. These authors found that although neither activated 
Ras nor Akt alone was sufficient to induce glioblastoma multiforme (GBM) formation, the 
combination of activated Ras and Akt induced high-grade gliomas with the histologic features 
of human GBMs. These tumors appeared to arise after gene transfer to neural progenitors, but 

25 not after transfer to differentiated astrocytes. Increased activity of Ras is found in many human 
GBMs and Akt activity is increased in most of these tumors, implying that combined 
activation of these 2 pathways accurately models the biology of this disease (Holland, E. C; 
Celestino, J.; Dai, C; Schaefer, L.; Sawaya, R. E.; Fuller, G. N.: Combined activation of Ras 
and Akt in neural progenitors induces glioblastoma formation in mice. Nature Genet. 25: 55- 

30 57, 2000.). 

Another disease that involves yet another serine/threonine kinase is Peutz-Jeghers 

syndrome (PJS) , an autosomal dominant disorder characterized by melanocytic macules of the 

lips, buccal mucosa, and digits, multiple gastrointestinal hamartomatous polyps, and an 

increased risk of various neoplasms. Jenne et al. (Jenne, D. E.; Reimann, H.; Nezu, J.; Friedel, 
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W.; Loff, S.; Jeschke, R.; Muller, O.; Back, W.; Zimmer, M. : Peutz-Jegheis syndrome is 
caused by mutations in a novel serine threonine kinase. Nature Genet 18: 38-43, 1998.) 
identified and characterized the serine/threonine kinase STK1 1 and identified mutations in P JS 
patients. All 5 germline mutations were predicted to disrupt the function of the kinase domain. 
5 They concluded that germline mutations in STK1 1, probably in conjunction with acquired 
genetic defects of the second allele in somatic cells according to the Knudson model, caused 
the manifestations of PJS. These authors commented that PJS was the first cancer 
susceptibility syndrome identified that is due to inactivating mutations in a protein kinase and 
found mutations in the STK1 1 gene in 1 1 of 12 unrelated families with PJS. Ten of the 1 1 

10 were truncating mutations. All were heterozygous in the germline. Su et al. found that of 53 
PJS patients with cancer reported to that time, 6 (11%) were diagnosed with pancreatic 
adenocarcinoma. Su etal. (Su, J.-Y.; Erikson, R; Mailer, J. L.: Cloning and characterization of 
a novel serine/threonine protein kinase expressed in early Xenopus embryos. J. Biol. Chem. 
271: 14430-14437, 1996) presented evidence that the STK11 gene plays a role in the 

1 5 development of both sporadic and familial (PJS) pancieatic and biliary cancers. They found 
that in sporadic cancers, the STK1 1 gene was somatically mutated in 5% of pancreatic cancers 
and in at least 6% of biliary cancers examined. In the patient with pancreatic cancer associated 
with PJS, there was inheritance of a mutated copy of the STK1 1 gene and somatic loss of the 
remaining wildtype allele. 

20 The disclosed NOV5 nucleic acid of the invention encoding a Serin/threonine kinase - 

like protein includes the nucleic acid whose sequence is provided in Table 5A or a fragment 
thereof. The invention also includes a mutant or variant nucleic acid any of whose bases may 
be changed from the corresponding base shown in Table 5 A while still encoding a protein that 
maintains its Serin/threonine kinase -like activities and physiological functions, or a fragment 

25 of such a nucleic acid. The invention further includes nucleic acids whose sequences are 
complementary to those just described, including nucleic acid fragments that are 
complementary to any of the nucleic acids just described. The invention additionally includes 
nucleic acids or nucleic acid fragments, or complements thereto, whose structures include 
chemical modifications. Such modifications include, by way of nonlimiting example, 

30 modified bases, and nucleic acids whose sugar phosphate backbones are modified or 

derivatized. These modifications are carried out at least in part to enhance the chemical 
stability of the modified nucleic acid, such that they may be used, for example, as antisense 
binding nucleic acids in therapeutic applications in a subject. In the mutant or variant nucleic 
acids, and their complements, up to about 1 percent of the bases may be so changed. 
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The disclosed NOV5a protein of the invention includes the Serin/tbreonine kinase -like 
protein whose sequence is provided in Table 5B. The invention also includes a mutant or 
variant protein any of whose residues may be changed from the corresponding residue shown 
in Table 5B while still encoding a protein that maintains its Serin/threonine kinase-like 
5 activities and physiological functions, or a functional fragment thereof. In the mutant or 
variant protein, up to about 1 percent of the residues may be so changed. 

The NOV5 nucleic acids and proteins of the invention are useful in potential 
therapeutic applications implicated in various diseases, disorders and conditions. The NOV5 
nucleic acid, or fragments thereof, may further be useful in diagnostic applications, wherein 
10 the presence or amount of the nucleic acid or the protein are to be assessed. 

NOV5 nucleic acids and polypeptides are further useful in the generation of antibodies 
that bind immunospecifically to the novel substances of the invention for use in therapeutic or 
diagnostic methods. These antibodies may be generated according to methods known in the 
art, using prediction from hydrophobicity charts, as described in the "Anti-NOVX Antibodies" 
1 5 section below. For example the disclosed NOV5a protein have multiple hydrophilic regions, 
each of which can be used as an immunogen. In one embodiment, a contemplated NOV5a 
epitope is from about amino acids 120 to 160. In other embodiments, NOV5a epitope is from 
about amino acids 260 to 280, from about amino acids 310 to 330 and from about amino acids 
660 to 690. This novel protein also has value in development of powerful assay system for 
20 functional analysis of various human disorders, which will help in understanding of pathology 
of the disease and development of new drug targets for various disorders. 



NOV6 

NOV6 includes four novel TGF-beta binding protein-like proteins disclosed below. 
25 The disclosed sequences have been named NOV6a, NOV6b, NO V6c and NOV6d. . 

NOV6a 

A disclosed NOV6a nucleic acid of 4818 nucleotides (also referred to as CG50215-01) 
encoding a novel TGF-beta binding protein-like protein is shown in Table 6A. An open 
30 reading frame was identified beginning with an ATG initiation codon at nucleotides 137-139 
and ending with a TGA codon at nucleotides 4544-4546. 



Table 6A. NOV6a Nucleotide Sequence (SEQ ID NO:25) 
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CGGGCGGO^GCGGCTGCTCTGGGTGTCXJCTAT^ 
CGGAGAGCGTCTCCGCGTGCCCTTCACCCCGGTCGTGTGCGGCCTG 

CTCCC^CCTGCGCKC^^ 

CCG03CCTTCCTGTGTCCCTTGATOTGTCACAATGGCGGTGTG 
TCGCTGGCAAGTTCTGCCAGTTGCACTCCT^ 

TACACTATGCCACTGGCX^AACCACCGCGACGACGAGCACGGCGTGGCATCT 

GGAGGCGTCGGTGGTGGTGCACCAGGTGGAGCGTGTGTCTGGCCOT^ 

CGGAAGCX^GGCGCGGGCGGAGGOSGCAGCGCCCTACACGGTC 

GATGCCTCGGGCTTCGGTTACTGCTTTCX3GGAGCTGCGCGGAGGCGAATC 

GGAGGTCTGCTGCCGAGGGGCCGGCTTGGCCTGGGGCGTTCACGACTO 

AAAGAGTGAG CGCCCCAGATGGAC CTTGTCCAACCGGCTTTGAAAGAGTTAATGGGTCCTG CGAAGATGTGGATGAGTGC 

GCGACTGGCGGGCGCTGCC^GCACGGCGAGTGTGCAAAC^ 

GCTCGACTCGTCCCGCAGCAGCTGCATCTCCCAACACGTGATCTCAGAGGC 

ACXK^GGCTGTTCGCTGCCCATTCTGCGGAACATCA 

CGGGGCTGCCAGCTCTGCCCACCCTTCGGCTCAGAGGGTTTC 

GGCCTCCGACCTCCGCTACAACACCAGACCCCTG^ 

CAGCCACCTCTCGGCCATCTGCAGGCTTTCTGCCC^ 

CCCGGCCCTGAGTTTCCCTTGCCCAG^^ 

GTGTCAGCGCAACCCCCAGGTCTGCGGCCCAGGACGCTGCA 

GCTTCCGGCTCAGCCCCCAGGGCACCCGATGCATTGATGTGGACX3AATGTTO 

CGCTGCC^GAACTCACCAGGCAGCTTCCGCTGCGTGTGCGGCCCGGGCTTCCGAGCCG^ 

GGATGTGGACGAGTGCCACCGCGTGCCGCCGCQ5TGTGACCrCGGG<^ 

tgtgccccgk:cgggtaccaggctg^ 

TCTGGCCGAGGGGCCTGCAAGAACCTGCCTGGCT 

AGAGGATGTGGATGAGTGTGCCCAGGAGCCXX:CX3CCCTGTGC^ 

CTGCCTGCCCTGCTGGCTTCCGCTCCCGAGGGCCCGGGGCCCCCT^ 

CCCTGCACCTACGGCCGGTGTGAGAACACAGAAGGCAGCTTC 

TGGCTCCGAGTGCGAGGATGTGGATGAGTGTGAGAACCACCT 

CCTTCCAGTGCAGGGCCTGTCCTTCTGGCCACCACCTGCACCGTGGCAGATGC^ 

GCCCCTCCCTGTGGTCCCCACGGCCACTG^CTAACACOSAAGGCTCCTTCCGCra 

GCCGTCGGGTCGGCCCGGGCCCTGCGCAGACGTG^ 

TCAACACTGAttXSCTCCTTTGCCTGTAOT 

<»CGAGTGCAGCGAG(^^ 

GGGACACCGCGCTGGCCCGGACCTCGCCTCCTGCCTCGACGTGGACGAATGT^ 

CXSCAGCGCTGTGAGAACTCTCCCGGCTCCTACC^CTGTGTCCGGGACTGCGATCCTGGGTA 

ACCTGTGACGATGTGGATGAGTGCCAAGAATATGGTCCCGAGATTTGTGGAGCCCAGCGTTGTGAGAA 

CTACCGCTGCACACCAGCCTGTGACCCTGGCTATCA.GCCCACGCCAGGGGGCGGA 

CACTACAGGGTGTATGTGGAGCTGCCCTGTGTGAAAATGTCGAA 

GAGTTTGACCCCATGACTGGACGCTGTGTTCXrCCCACGAAOT 

TGCTAGCCCCGTTCTGCCCGCCAGGCCACCTCCGC^^ 

GGAGTGGGCGCCGGGAGTGCTACTTTGACACAGCGG^ 

CAGGAGTGCTGCTGTACTGTGGGTGAGGGCTGGGGCAGCGG^ 

GTACCAGTCATTGTGCCCTCACGGCCGGGGCTACCTGGCGCCCAGTGGAGACCTGAGCCTCCGGAGAC^ 

GTCAGCTCTTCCGAGLACCAGGTGTGCAAGAGTGGCG 

GGCTACTACTACCACACACAGCGGCTGGAGTGCATCGACAATGA 

CCGCTGTGTCAACACTGTGGGCrrCTTATCACTGTACCTGCGAGCCCCCACTGGTG 

TCTCCAACGAGAGCCAGAGCCTCGATGACAATCTGGG^ 

CCTCGGCTGGACTGTCAGGCCACCTACACAGAGTGCTGCTC^ 

CCCTGCGCAGGACTC^GATGACTTC^^ 

GCTTTGGACTCCCCTAa^GTACGGCCCAGACTTAGGTCCACCTTACCAGGGCCTCC^ 

CCACCTGCGCTACCCTACGACCCCTACCCACCGCCACCIX3GGCCOT 

CTTCGACATGCCAGACTTTGAGGACmTGGTGGCCCCTATGGCGAATCTGAGGCTCC^ 

GCTGGCCCTATCGGTCCCGGGACACCCGCCX5CTCCTTCCCAGAGCCCGAGGAGCCTCCTGAA 

TCCCTGGCTGAGCCCTACGAGGAGCTGGAGGCCGAGGAGTOCGGGATCCT 

CGTCCCCGAAGGCTTCACCTGCCGTTGCTTCGACGGCTACCGCCTGGACATGACCCGCATGGCC^ 

AGTGTGATGAGGCCX^GGCTGCCTCCCCGCTGTGOTTCAACGCGCGTTGCCT 

TGCCGCCCAGGATTTGCACCC^CGCACC^GCCA^ 

TGGCCACCCACCCGCGCCCGCCACTCXSGGGCCCCTGCCCCGCATCCK^ 

CCAGAAAGTCCAGAAGAAGGAACGACGGACGCAAAGCGGCGCCGCCTACCATGCCT 

AACTGTGGTCGTCCCCGCCCGGCC^^ 
CACCTATAAAAAAAAAAA 



The disclosed NOV6a nucleic acid sequence, which is mapped to chromosome 
19ql3. 1-13.2, has has 2989 of 3024 bases (98%) identical to a gb:GENBANK- 
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ID:AF051344|acc:AF05 1344.1 mRNA from Homo sapiens (Homo sapiens latent transforming 
growth factor-beta binding protein 4S mRNA, complete cds). 

A disclosed NOV6a polypeptide (SEQ ID NO:22) encoded by SEQ ID NO:21 is 1469 
amino acid residues and is presented using the one-letter amino acid code in Table 6B. Signal 
5 P, Psort and/or Hydropathy results predict that NOV6a contains no signal peptide and is likely 
to be localized in the cytoplasm with a certainty of 0.6500. In other embodiments, NOV6a is 
also likely to be localized to the mitochondrial matrix space with a certainty of 0.1000, or the 
lysosome (lumen) with a certainty of 0.1000. 



Table 6B. Encoded NOV6a protein sequence (SEQ ID NO:26). 

MGRPAPAVPRPARPATPPAWTAALPAGRPRGDPGFRA.FLCPLICHNGGVCTKPDRCLCPPDFAGKFCQ^ 

SSGARPPAPAIPGLTRSVYTMPLANHRDDEHGVAS 

RAEAAARAEAAAPYTVLAQSAPREDGYSDASGFGYCFRELR 

CQLCSERLGNSERVSAPDGPCPTGFERVNGSCEDVDECATGGRCQHGECANTRGGYTCVCPTC 

SSCI SQHVT SEAKGPCFRVLRDGGCSLPI LRNITKQI CCCSRVGKAWGRGCQLCPPFGSEGFREICPAGP 

GYHYSASDLRYNTRPLGQEPPRVSLSQPRTLPATSRPSAGEljPTHRLEPRPEPRPDPRPGPEFPLPSIPA 

WXSPEIPESGPSSC^CQRNPQVCGPGRCESRPSGYTCAro^ 

ENSPGSFROTCGPGFRAGPRAAECLDVDECHRVPPPCDLGRCENTPGSFLCVCPAGYQAAPH 
ECTQSPGLCGRGACKNLPGSFROTCPAGFRGSACEEDVDE 
RGPGAPCQDVDECARSPPPCTYGRCENTEGSFQCVCPMGFQPNAAGSE<^^ 
GSFQCRACPSGHHLHRGRCTDVDECSSG^PCGPHGHCTOTEG 

EGDFCFPHGECLNTDGSFACTCAPGYRPGPRGAS CLDVDECSEEDLCQSGI CTNTDGSFERICPPGHRAG 

PDLAS CLDVDECRERGPALCX3SQRCENSPGS YRCVRDCDPGYHAGPEGTCDDVDECQE YGPEI CGAQRCE 

NTPGSYRCTPACDPGYQPTPGGGCQDVNECETLQGVCGAALCENVEGSFLCVCPNSPEEFDPM 

RTSAGTFPGSQPQAPASPVLPARPPPPPLPRRPSTPRCK3PVGSGRRECYFDTAAPDACDNILARNVTWQE 

CCCTVGEGWGSGCRIQQCPGTETAEYQSLCPHGRGYIi^ 

GYSCYCSNGYYYHTQRLECIDNDECADEEP 

DNLGVCWQEVGADLVC^HPRLDCQATYTECCCLYGEAW 

GGFGLPYEYGPDLGPPYQGLPYGPELYPPPALPYDPYPPPPGPFARREAPYGAPRFDMPDFEDDGGPYGE 
SEAPAPPGPGTRWPYRSRDTRRSFPEPEEPPEGGSYAGSLAEPYEELEAEECGILDGCTNGRCVRVPEGF 
TCRCFDGYRLDMTRMACVDINECDEAEAASPLCVNARCLNTDGSFRCICRPGF 

10 ™ 

The disclosed NOV6a amino acid sequence has 950 of 968 amino acid residues (98%) 
identical to, and 956 of 968 amino acid residues (98%) similar to, the 1 5 1 1 amino acid residue 
ptnr:SPTREMBL-ACC:075412 protein from Homo sapiens (Human) (LATENT 
TRANSFORMING GROWTH FACTOR-BETA BINDING PROTEIN 4S). 
1 5 NO V6a is expressed in Adrenal gland, bone marrow, brain - amygdala, brain - 

cerebellum, brain - hippocampus, brain - substantia nigra, brain - thalamus, brain -whole, fetal 
brain, fetal kidney, fetal liver, fetal lung, heart, kidney, lymphoma - Raji, mammary gland, 
pancreas, pituitary gland, placenta, prostate, salivary gland, skeletal muscle, small intestine, 
spinal cord, spleen, stomach, testis, thyroid, trachea, uterus, Bone, Cervix, Lung, and Ovary. 

20 

NOV6b 

A disclosed NOV6b nucleic acid of 4812 nucleotides (also referred to as CG50215-03) 
encoding a novel TGF-beta binding protein-like protein is shown in Table 6A. An open 
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reading Same was identified beginning with an ATG initiation codon at nucleotides 137-139 
and ending with a TGA codon at nucleotides 4538-4540. A putative untranslated region 
upstream from the initiation codon and downstream from the termination codon is underlined 
in Table 6 A, and the start and stop codons are in bold letters. 

5 



Table 6C. NOV6b Nucleotide Sequence (SEQ ID NO:27) 



CGGGCGGCGTGCGGCTGCTCTGGGTGTCGCTATTGGT^^ 

AACGCCACCAGCGTGGACAGCGGCGCTCCCGGCGGGGCO5CCC0GGGGG<^CCCGGGCT^ 

CCGCGCCTTCCTGTGTCCCTTGAT^ 

CTGCCTCTGTCCCCCGGACTTC^ 

GCCCCCGGCCCCGGCTATACC^GGCCTCACCrc 

CCACCGCGAC^CGAGC^CGGCGTGGCATOTATGGTGAGCGTCCACGTGG^ 
GGAGGCGTCGGTGGTGGTGCACCA.6GTGGAGCX3TGTGTCTGGC 

CGCTGAGGCGGTGGCGCGGGCGGAAGCGGCGGCGCGGGCGGAGGCGGCAGCGCCCTACAC 

GGTGTTGGCACAGAGCGCGCCXXX3GGAGGACG& . 

CTGCTTTCGGGAGCTGCGCGGAGGCGAATGCGCGTCCCCGCTG^ 

GGAGGTCTGCTGCCGAGGGGCCGGCTTGGCCTGGGGCXSTTCACGACT^ 

CGAGCGCCTGGGGAACTCCGAAAGAGTGAG<^CCCCAGATGGACCTTGTCCAACCGGCT 

TGAAAGAGTTAATGGGTCCTGCGAAGATGTGGATGAGTGCGCGACTGGCGGGCGCTGCC^ 

GCACGGCGAGTCTGCAAACACGCGCGGCC^TACACGTGTGTGTGCCCCGACGGCTTTCT 

GCTCGACTCGTCCCGCAGCAGCTGCATCTCCCAACACGTGATCTCAGAGGCCAAAGGGCC 

CTGCTTCCGCGTGCTCCGCX^CGGCGGCTGTTCGCTGCCGATTCTGGGGAAC^TCA 

ACAGATCTGCTGCTGCAGCCGCGTAGGCAAGGCCTGGGGGCGGGGCTGCCAGCTCTGCCC 

ACCCTTCGGCTCAGAGGGTTTCCGGGAGATCTGCCCGGCTGGTCCTGGTTACCACTACTC 

GKSCCTCCGACCTCCGCTACAACACCAGACC^ 

CAGCCAGCCTCGTACCCTGCC^GCCACCTCTCGGCCATCTGCAGGCTTTCTGCCCACCCA 

TCGCCTGGAGCCCCGGCCTGAACCCCGGCCCGATCCCO^CCCGGCCCT 

GCCCAGCATCCCTGCCTGGACTGGTCCTGAGATTCCTGAATCAGGTCCTTCCTC 

GTGTCAGCGCAACCCCCAGGTCTGCGGCCCAGGACXjCTGC^ 

CACCTGCGCTTGCGACTCTGGCTTCCGGCTCA 

GGACGAATGTCGC05CGTGCCCCCGCCCTGTGCTCCCGGGCGCTGCGAGAACTCACCAGG 
CAGCTTCCGCTGCX^TGTGCGGCCCGGGCTTCCGAGCCGGCCC^CGGGCTGCGGAATGCCT 
GGATGTGGACGAGTGCCACCGCGTGCCGCCGCCGTGTGACCTCGGGCGCTGCGAGAACAC 
GCCAGGCAGCTTCCTGTGCGTGTGCCCCGCCGGGTACCAGGCTGCACCGCACGGAGCCAG 
CTGCCAGGATGTGGATGAATGCACCCAGAGCCCAGGCCTGTGTGGCCGAGGGGCCTGCAA 
GAACCTGCCTGGCTCTTTCCGCTGTGTTTGCCCGGCTGGCTTCCGGGGCTCGGCGTGTGA 
AGAGGATGTGGATGAGTGTGCCC^GGAGCCGCCGCCCTGTGGGCCCGGCCGCTGTGACAA 
CACGGCAGGCTCCTTTCACTGTGCCTGCCCTGCTGGCTTCCGCTCCCGAGGGCCCGGGGC 
CCCCTGCCAAGATGTGGATGAGTGTGCCCGAAGCCCCCCACCCTGCACCTACGGCCGGTG 
TGAGAACACAGAAGGCAGCTTCCAGTGTGTCTGCCCCATGG 

TGGCTCCGAGTGCGAGGATGTGGATGAGTGTGAGAACCACCTCGCATGCCCTGGGCAGGA 
GTGTGTGAACTCGCCCGCOTCC^ 

ccgtggcagatgcactgatgtggacgaatgcagttcgggtgcccctccx:tgtggtcccca 

CGGCCACTGCACTAACACCGAAGGCTCCTTCCGCTGCAGCTGCGCGCC^GGC^ 

GCCGTCGGGTCGGCCCG(^CCCTGCGCAGAC^TGAACGAGTGCCTGGAGGGCGATTTCTG 

CTTCCCTCACGGCGAGTGCCTCAAGACTGACGGCTCCTTTGCCrc 

CTACCGACCCGGACCCCGCGGAGCCTCTTGCCTCGACGTTGACGAGTGCAGCGAGGAGGA 
CCTTTGCCAGAGCGGCATCTGTACCAACACCGACGGCTCCTTCGAGTGCATCTC 

GGGACACOXXraGGCCCGGACCTCGC^ 
AGGCCCAGCCCTGTGCGGGTCGCAGOGCTGTGAGAACTCTTC 

CCGGGACTGCGATCCTGGGTACCACGCGGGCCCCGAGGGCACCTGTGACGATGTGGACGA 
ATGCCGGAACCGGTCCTTCTGCGGTGCCCACGCCGTGTGCCAGAACCTGCCCGGCTCCTT 
CCAGTGCOTCTGTGACCAGGGTTACGAGGGGGCACGGGATGGGCGTCACTGCGTGGA 
GAACGAGTGTGAAACACTACAGGGTGTATGTGGAGCTGCCCTGTGTGAAAATGTCGAA^ 

CTCCTTCCTCTGTGTCTGCCCCAACAGCCCGGAAGA 

TGTTCCCCCACGAACTTCTGCTGGCACGTTCCCAGGCTCGCAGCCCCAG^ 

CCCCGTTCTGCCCGCCAGGCCACCTCCGCCACCCCTGCCCCGCCGAC(XAGCACACCTAG 

GCAGGGCCCTGTGGGGAGTGGGCGCCGGGAGTGCTACTTTGACACAGC^ 

ATGTGACAAC^TCCTGGCTCGGAATGTGACATGGCAGGAGTC^ 

GGGCTGGGGC^GCGGCTGCCGCATCCAGCAGTGCCCGGGCACCGAGACAGCTGAGTACCA 
GTCATTGTGCCCTCACGGCCGGGGCTACCTGGCGCCCAGTGGAGACCTGAGCCTCCGGAG 
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AGACGTGGACGAATGTCAGCTCTTCCX^GACCAGGTGTGCAAGAGTGGCGTGTGTGTGAA 
CACGGCCCCGGGCTACTCATGCTATTGCA^ 

GGAGTGCATC6ACAATGACGAGTGCGCCGATGAGGAACCG6CCTGTGAGGGCG 

TGTCAACACTGTGGGCTCTTATCACTGTACCTGCGAGCCCCCACT 

GCAGCGCCGCTGCGTCTCCAACGAGAGCCAGAGCCTC^ 

GCAGGAAGTGGGGGCTGACCTCGTGTGCAGCCACCCTCGGCTGGA 

C^C^GAGTGCTGCTGCCTGTATGGAGAGGCCTGGGGCATGGACT 

GCAGGACTCAGATGAOTTCGAGGCCCTGTGCAATGTGCTACGCCCCCCCG^ 

CCCGCGACCAGGTGGCTTTGGACTCCCCTACX^G 

CGAGGGCCTCCCATATGGGCCTGAGTTGTACCCACCACCTGCGCTACCC^ 
CCCACTCCCACCTGGGCCCTTCGCCCGCCGGG 

CATGCCAGACTTTGAGGACGATGGTGGCCCCTATGGCGAATCTGAGGCTCCT 
TGGCCCGGGCACCCGCTGGCCCTATCGGTC^ 

CGAGGAGCCTCCTGAAGGTGGAAGCTATGCTGGTTCCCTGGCTGAGCCCT^ 

GGAGGCCGAGGAGTGCGGGATCCTGGACGGCTGCACCAACGGCCGCTGCGTG 

CGAAGGCTTCACCTGCCGTTGCTTCGACGGCTACCGCCTGGACATGACCCGCA 

CGTTGACATCAACGAGTGTGATGAGGCCGAGGCTGCCTCCCCGCTGTGCGTCAACGCG^ 

TTGCCTCAACACGGATGGCTCCTTCCGCTGCATCTGCCC^ 

CCAGCC^CACCACTGTGCXSCCCGCACGACCCCGGGCCTGAGCCCTGGCACCCGATGGCC^ 
CCC^CCOSCGCCCGCCACTC^ 

GACGAGGAAGCCCGCCAGAAAGTCCAGAAGAAGGAACGACGGACGCAAAG 
TACCATGCCTCCCCCCCC(^CCAC(^CCCCCCCCAACTGTGGTCGTCCCCGCCCGGCCCA 
CCCCGCCCCCATTTCTCCCCCCTTCTTTCAATAAAAATTTC^TCATAAAAAACCACCTA 
TAAAAAAAAAAA 



PCR cloning of a NOV6b nucleic acid is disclosed in Example 4. 

The disclosed NOV6b nucleic acid sequence, which maps to chromosome 19 has 2940 
of 3024 bases (97%) identical to a gb:GENBANK-ID:AF051344|acc:AF05 1344.1 mRNA 
5 from Homo sapiens (Homo sapiens latent transforming growth factor-beta binding protein 4S 
mRNA, complete cds). 

A disclosed NOV6b polypeptide (SEQ ID NO:22) encoded by SEQ ID NO:21 is 1467 
amino acid residues and is presented using the one-letter amino acid code in Table 6B. Signal 
P, Psort and/or Hydropathy results predict that NOV6b contains no signal peptide and is likely 
10 to be localized in the cytoplasm with a certainty of 0.6500. In other embodiments, NOV6b is 
also likely to be localized to the mitochondrial matrix space with a certainty of 0.1000, or the 
lysosome (lumen) with a certainty of 0.1000. 



Table 6D. Encoded NOV6b protein sequence (SEQ ID NO:28). 

MGRPAPAVPRPARPATPPAWTAALPAGRPRGDPGFRAFLCPLICHNGGVCVK^ 

DFAGKFCQLHSSGARPPAPAIPGLTRSVYTMPLANHRDDEHGVASMVSVHVEHPQEASVV 

VHQVERVSGPWEEADAEAVARAEAAARAEAAAPYTVIiAQSAPREDGYSDASGFGyCFREL 

RGGEO^PLPGLRTQEVCCRGAGLAWGVHDCQLCSERLGNSERVSAPDGPCPTGFERVNG 

SCEDVDECATGGRCQHGECANTRGGYTCVCPDGFLLDSSRSSCISQHVISEAKGPCFRVIi 

RDGGCSLPILRNITKQICCCSRVGKAWGRGCQLCPPFGSEGFREICPAGPGYHYSASDLR 

YNTRPLGQEPPRVSLSQPRTIiPATSRPSAGFliPTHRLEPRPEPRPDPRPGPEFPLPSIPA 

WTGPEIPESGPSSGMCQRNPQVCGPGRCISRPSGYTCACDSGFRIiSPQGTRCIDVDECRR 

VPPPCAPGRCENSPGSFRCVCGPGFRAGPRAAECLDVDECHRVPPPCDLGRCENTPGSFIi 

CVCPAGYQAAPHGASCQDVDECTQSPGLCGRGACKNLPGSFRCVCPAGFRGSACEEDVDE 

CAQEPPPCGPGRCDNTAGS FHCACPAGFRSRGPGAPCQDVDECARS PPPCTYGRCENTEG 

SFQCVCPMGFQPNAAGSECEDVDECEiraiiACPGQECVNSPGSFQCRACPSGHHLHRGRCT 

DVDECS SGAPPCGPHGHCTNTEGSFRCS CAPGYRAPSGRPGPCADVNECLEGDFCFPHGE 

G^NTDGSFACTCAPGYRPGPRGASCIjDVDECSEEDLCQSGICTiniX3SFECICPPGHRAG 

PDLASCIiDVDECRERGPALCGSQRCENSPGSYRCVRDCDPGYHAGPEGTCTDVDECRNRS 
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FCXSitflAVCQNLPGSFQCLCDQGYEGAIU^ 

CPNSPEEFDP^RCVPPRTSAGTFPGSQPQAPASPVLPARPPPPPLPRRPSTPRQGPVG 
SGRRECYFDTAAPDACXJNILARE^ 

GRGYLAPSGDLSLRRDVDECQLFRDQVCKSGVCVirEAPGYSCY 
DECADEEPACEGGRCVNTVGSYHCTCE^ 

DLVCSHPRLDRQATYTECCC^YGEAWGMDCALCPAQDSDDFEALCNVIiRPPAYSPPR^ 
FGLPYEYGPDLGPPYQGLPYGPELYPPPALPYDPYPPPPGPFARREAPYGAPRFDMPDFE 
DDGGPYGESEAPAPPGPGTRWPYRSRDTRRSFPEPEEPPEGGSYAGSLAEPYEEIiEAEEC 

GIIjDGCTNGRCVRVPEGFTCRCFDGYRLDOT 
GS FRCI CRPGFAPTHQPHHCAP ARPRA 



The disclosed NOV6b amino acid sequence has 927 of 968 amino acid residues (95%) 
identical to, and 938 of 968 amino acid residues (96%) similar to, the 1511 amino acid residue 
pta:SPTREMBL-ACC:075412 protein from Homo sapiens (Human) (LATENT 

5 TRANSFORMING GROWTH FACTOR-BETA BINDING PROTEIN 4S). 

NOV6b is expressed in heart, lung. Expression information was derived from the tissue 
sources of the sequences that were included in the derivation of the sequence of CuraGen Acc. 
No. CG50215-03. NOV6b is predicted to be expressed in the following tissues because of the 
expression pattern of (GENB ANK-ID: gb:GENBANK-ID:AF051344|acc:AF051344.1) a 

10 closely related Homo sapiens latent transforming growth factor-beta binding protein 4S 
mRNA: heart, lung, aorta, uterus, and small intestine. 



NOV6c 

A disclosed NOV6c nucleic acid of 4479 nucleotides (also referred to as CG50215-04) 
1 5 encoding a novel TGF-beta binding protein-like protein is shown in Table 6A. An open 

reading frame was identified beginning with an ATG initiation codon at nucleotides 137-139 
and ending at a TGA at nucleotides 4205-4207. A putative untranslated region upstream from 
the initiation codon and downstream from the termination codon is underlined in Table 6 A, 
and the start and stop codons are in bold letters. 

20 



Table 6E. NOV6c Nucleotide Sequence (SEQ ID NO:29) 

CGGGCGGCGTGCGGCTGCTCTGGGTGTCGCTATTGGTC^ ~ 

CAGCCTGGACTGGGCCGGCTCGGAGAGCGTCTCCGCGTGCGCTTCACCCCGGTCGTGT^ 

GGCCTGCGCTGCGTCCATGGGCCGACCX3GCTCCCGCTGTACCCCGACCTGCGCGCCCCGC 

AACCTCCACCAGCCTGGACAGCGGCOT 

CCGCGCCTTCCTGTGTCCCTTGATCTGTCACAATGG 

CTGCCTCTGTCCCCCGGACTTCGCTGGCAAGTTCTGCCAGTTGCACTCOT 

GCCCCCC^CCC^CTATACCAGGCOTCACCCGCTCCGTGTACACTATGCCACTGGCC^ 

CGA.CCGCX^CGACGAGCACGGTOTGGCATCTATGGTGAGC^ 

GGAGGCGTCX^TGGTGGTGCACCAGGTGGAGCGTGTC^ 

CX3CTGAGGCX3GTG6CX3CC3GGCGGAAGC!GGC6GCGCGGGO^ 

GGTGTTGGCACAGAGCGCGCCGCGGGAGGACGGCTACTCAGATG^ 

CTGCTTTCGGGAGCTGCGCGGAGGCGAATGCGCGTCCC^ 

GGAGGTCTGCTGCCGAGGGGCCGGCTTGGCCTGGGGCGTTCACGAC 
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TGAAAGAGTTAATGGGTCCTGC 

GCACGGCGAGTGTGCAAACACGCGCGGCGGGTACACGTGTC^ 

GCTCGACTCGTCCCGCAGCAGCTGCATCTCCCAACACGTGATCTCAGAGGCCAAAGGG^ 
CTGCTTCC^CGTGCTCCGCGACGGCGGCTGTTCGCTGCCCATTCTC 
ACAGATCTGCTGCTGCAGCCGCGTAGGCAAGGCCTGGGGCCGGGGCTGCCAGCT 
ACCCTTCX^CTCAGAGGGTTTCCXSGGAGATCTGCCCGGCTGGTCCT 

GGCCTCCGACCTCCGCTACAACACCAGACCCCTGGGCCAGGAGCCACCCO^GTGTCACT 
CAGCCAGCCTCGTACCCTGCCAGCCACCTC^ 

TOXrCTGGAGCCCCGGCCnX^CCCCGGCCCGATCCCCGGCCCX^CCTGAGTTTCCOT 

GCCCAGCATCCCTGCCTGGACTGGTCCTGAGATTCCTGAATCAGGTCC^ 

GTGTCAGCGCAACCCCCAGGTCTGCGGCCCAGGACGCTGCATTTCCCGGC 

CACCTGCGCTTGCGACTCTGGCTTCCGGCTCAGCCCCCAGGGCACCCGATGCAOT 

GGACGAATGTCGCCGraTGCCCCCGCCCTGTGCTCCO^GCGCTGCGAGAACTCACCAGG 

CAGCTTCCGCTCCGTGTGCGGCCCGGGCTTCCGAGCCGGCCCACGGG 

C^TGTGGACGAGTGCCACCGCGTGCCGCCGCCGTGT^ 

GCCAGGCAGCTTCCTGTGCGTGTGCCCCGCCGGGTACCAGGCTGCACCGCACGGAGCCAG 

CTGCCAGGATGTGGATGAATGCACCCAGAGCCCAGGCCTGTGTGGCCGAGGGGCCTGCAA 

GAACCTGCCTGGCTCTTTCCGCTGTGTTTGCCCGGCTGGCTTCCGGGGCT 

AGAGGATGTGGATGAGTGTGCCCAGGAGCCGCCGCCCTGTGGGCCCGGCCGCTGTGACAA 

CACGGCAGGCTCOTTTCACTGTGCCTGCCCTGCTGGCTTCCGCTCCCGAGGGCCCGGGGC 

CCCCTGCCAAGATGTGGATGAGTGTGCCCGAAGCCCCCCACCCTGCACCTACGGCCGGTG 

TGAGAACACAGAAGGCAGCTTCCAGTGTGTCTGCCCCATGGGCTTCCAACCCAACGCTGC 

TGGCTCCGAGTGCGAGGATGTGGATGAGTGTGAGAACCACCTCGCATGCCCTGGGCAGGA 

GTGTGTGAACTCGCCCGGCTCCTTCCAGTGCAGGGCCTGTC 

CCGTGGCAGATGCACTGATGTGGACGAATGCAGTTCGGGTGCCCCTCCCTGTGGTCCCCA 

CGGCCACTGCACTAACACCX^GGCTCCTTCCGCTGCAGCTGCGCGCCAGGCTACCGGGC 

GCCGTCGGGTCGGCCCGGGCCCTGCGCAGACGTGAACGAGTGCCTGGAGGGCGATTTCTC 

CTTCCCTCACGGCGAGTGCCTCMCACTGACGGCTCCTTTGCCTGTACTTGTGCCCCTGG 

CTACCGACCCGGACCCCGCGGAGCCTCTTGC^ 

CCTTTGCGAGAGCGGCATCTGTACCAACACCX^ 

GGGACACCGCGCTGGCCCGGACCTCGCCTCCTGCCTCGACGTGGACGAATGTCGCGAGCG 
AGGCCCAGCCCTGTGCGGGTCGCAGCGCTGTGAGAACTCTCCCGGCTCCTACCGCTGTGT 
CCGGGACTGCGATCCTGGGTACCACGCGGGCCCCGAGGGCACCTGTGACGATGTGGATGA 

GTGCCAAGAATATGGTCCCGAGATTTGTGGAGCCCAGCGTTGTGAGAACACCCCTGGCTC 
CTACCGCTGC^CACCAGCCTGTGACCC^ 

GGATGTGAACGAGTGTGAAACACTACAGGGTGTATGTGGAGCTGCCCTGTGTGAAAATGT 

a^GGCTCCTTCCTCTGTGTCTGCCCCAAC^GCCCGGAAGAGTTTGACCCCATGACTGG 

ACGCTGTGTTCCCCCACGAACTTCTGCTGACGTGGACGAATGTCAGCTCTTCCGAGACCA 

GGTGTGCAAGAGTGGCGTGTGTGTGAACACGGCCCCGGGCTACTCATGCTATTGCAGCAA 

CGGCTACTACTACCACACACAGCGGCTGGAGTGCATCGATAATGACGAGTGCGCCGATGA 

GGAACCGGCCTGTGAGGGCGGCCX5CTGTGTCAACACTGTGGGCTCTTATCACTC 

CGAGCCCCCACTGGTGCTGGATGGCTCfc^ 

CCTCGATGACAATCTGGGAGTGTGCTGGCAGGAAGTGGGGGCTGACCTCGTGTGCAGCCA 
CCCTCGGCTGGACCGTCAGGCCACCTAC^CAGAGTGCTGCTGCCTGTATGGAGAGGCCTG 
GGGCATGGACTGCGCCCTCTGCCCTGCGCAGGACTCAGATGACTTCGAGGCCCTGTGCAA 
TGTGCTACGCCCCCCCX5CATATAGCCCCCCGCGACCAGGTGGCTTTGGACTCCCCTAC^ 
GTACGGCCCAGACITAGGTCCACCTTACCAGGGCCT 

ACCACCTGCGCTACCC^ACGACCCCTACCCACCGCCACCTGGGCCCTTCGCCCGCCGGGA 
GGCTCCTTATGGGGCACCCCGOTCGACATGCC^GACTTTGAGGACGATGGTGGCCCCTA 
TGGCGAATCTGAGGCTCCTGCGCCACCTGGCCCGGGCACCCGCTGGCCCTATCGGTCCCG 
GGACACCCGCCGCTCCTTCCCAGAGCCCGAGGAGCCTCCTGAAGGTGGAAGCTATGCTGG 
TTCCCTGGCTGAGCCCTACGAGGAGCTGGAGGCCGAGGAGTGCGGGATCCTGGACGGCTG 
CACC^CGGCCGCTGCGTGCGCGTCCCCGAAGGCTTCACCTGCCGTTGCTTCGACGGCTA 
CCGCCTGGACATGACCCGCATGGCCTGCGTTGACATCAACGAGTGTGATGAGGCCGAGGC 
TGCCTCCCCGCTGTGCGTCAACGCGCGTTGCCTCAACACGGATGGCTCCTTCCGCTGCAT 
CTGCCGCCCAGGATTTGCACC^CGCACCAGCCACACCACTGTC 

GGCCTGAGCCCTGGCACCCGATGGCCACCCACCCGCGCCCGCCACTCGGGGCCCCTGCCC 
CGCATCCTGCAGCCCGCTTAGTCTGATGACGAGGAAGCCCGCCAGAAAGTCCAGAAGAAG 
GAACGACGGACGCAAAGCGGCGCCGCCTACCATGCCTCCCCCCCCCACCACC ACCCCCCC 
CAACTGTGGTCGTCCCCGCCCGGCCCACCCCGCCCCCATTTCTCCCCC CTTCTTTCAATA 
AAAATTTCAATCATAAAAAACCACCTATAAAAAAAAAAA ' 



The disclosed NOV6c nucleic acid sequence, which maps to chromosome 19 has 2940 
of 3024 bases (97%) identical to a gb:GENBANK-ID:AF051344|acc:AF051344.1 mRNA 
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from Homo sapiens (Homo sapiens latent transforming growth factor-beta binding protein 4S 
mRNA, complete cds). 

A disclosed NOV6c polypeptide (SEQ ID NO:22) encoded by SEQ ID NO:21 is 1356 
amino acid residues and is presented using the one-letter amino acid code in Table 6B. Signal 
5 P, Psort and/or Hydropathy results predict that NOV6c contains no signal peptide and is likely 
to be localized in the cytoplasm with a certainty of 0.6500. In other embodiments, NOV6c is 
also likely to be localized to the mitochondrial matrix space with a certainty of 0.1000, or the 
lysosome (lumen) with a certainty of 0.1000. 



Table 6F. Encoded NOV6c protein sequence (SEQ ID NO:30). 

MGRP AP AVPRPARPATP PAWTAALPAGRPRGDPGFRAFLCPL I CHNGGVCVKPDRCliCP P 
DFAGKFCQLHSSGARPPAPAIPGLTRSVYTMPLANHRDDEHGVASMVSVHVEHPQEASW 
VHQVERVSGPWEEADAEAVARAEAAARAEAAAPYTVIiAQSAPREDGYSDASGFGYCFREL 
RGGECASPIjPGLRTQEVCCRGAGIiAWGVHDCQLCSERLGNSERVSAPDGPCPTGFERVNG 
SCEDVDECATGGRCQHGECANTRGGYTCVCPDGFLLDSSRSSCISQHVISEAKGPCFRA^ 
RDGGCSLPILRNITKQICCCSRVGKAWGRGCQLCPPFGSEGFREICPAGPGYHYSASDLR 
YNTRPLGQEPPRVSLSQPRTLPATSRPSAGFLPTHRLEPRPEPRPDPRPGPEFPLPSIPA 
WTGPEIPESGPSSGMCQRNPQVCGPGRCISRPSGYTCACDSGFRLSPQGTRCIDVDECRR 
VPPPCAPGRCENSPGSFRCVCGPGFRAGPRAAECLDVDECHRVPPPCDLGRCENTPGSFL 
CVCPAGYQAAPHGASCQDVDECTQSPGLCGRGACKNLPGSFRCVCPAGFRGSACEEDVDE 
CAQEPPPCGPGRCDNTAGSFHCACPAGFRSRGPGAPCQDVDECARSPPPCTYGRCENTEG 
SFQCVCPMGFQPNAAGSECEDVDECENHLACPGQECWSPGSFQCRACPSGHHLHRGRCT 
DVDECSSGAPPCGPHGHCTNTEGSFRCSCAPGYRAPSGRPGPCADVNECLEGDFCFPHGE 
CLNTDGSFACTCAPGYRPGPRGASCLDVDECSEEDLCQSGICTNTDGSFERICPPGHRAG 
PDLASCLDVDECRERGPALCGSQRCENSPGSYRCVRDCDPGYHAGPEGTCDDVDECQEYG 
PEICGAQRCENTPGSYRCTPACDPGYQPTPGGGCQDVNECETLQGVCGAALCENVEGSFL 
CVCPNS PEEFDPMTGRCVP PRTSADVDE CQLFRDQVCKSGVCVNTAPGYSCYCSNGYYYH 
TQRLECIDNDECADEEPACEGGRCWTVGSYHCTCEPPLVIiDGSQRRCVSNESQSLDD^ 
GVCWQEVGADLVCSHPRIjDRQATYTECC(^YGEAWGMD(^CPAQDSDDFEALCNVLRPP 
AYSPPRPGGFGLPYEYGPDLGPPYQGLPYGPELYPPPALPYDPYPPPPGPFARREAPYGA 
PRFDMPDFEDDGGPYGESEAPAPPGPGTRWPYRSRDTRRSFPEPEEPPEGGSYAGSLAEP 
YEELEAEECGILDGCTNGRCTOVPEGFTCRCFDGYRLDMTRMACVDINECDEAEAASPIjC 
VNARCLNTDGSFRCI CRPGFAPTHQPHHCAPARPRA 

io " ^ ~~ ~ " ^ ' " 

The disclosed NOV6c amino acid sequence has 2989 of 3024 bases (98%) identical to 
a gb:GENBANK-ID:AF051344|acc:AF051344.1 mRNA from Homo sapiens (Homo sapiens 
latent transforming growth factor-beta binding protein 4S mRNA, complete cds). 

NOV6c is expressed in brain. Expression information was derived from the tissue 
15 sources of the sequences that were included in the derivation of the sequence of CuraGen Acc. 
No. CG50215-04. The sequence is predicted to be expressed in the following tissues because 
of the expression pattern of (GENBANK-ID: gb:GENBANK-ID:AF051344|acc:AF05 1344.1) 
a closely related Homo sapiens latent transforming growth factor-beta binding protein 4S 
mRNA, complete cds homolog in species Homo sapiens :heart, lung, aorta, uterus and small 
20 intestine. 
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NOV6d 

A disclosed NOV6d nucleic acid of 4473 nucleotides (also referred to as CG50215-05) 
encoding a novel TGF-beta binding protein-like protein is shown in Table 6A. An open 
5 reading frame was identified beginning with an ATG initiation codon at nucleotides 137-139 
and ending at a TGA at nucleotides 4199-420L A putative untranslated region upstream from 
the initiation codon and downstream from the termination codon is underlined in Table 6A, 
and the start and stop codons are in bold letters. 



Table 6G. NOV6d Nucleotide Sequence (SEQ ID NO:31) 

CGGGCGGCGTGCGGCTGCTCTGGGTGTCGCTATTGGTGCTGCTGGCGCAGCTAGGGGCCG 

CAGCCTGGACTGGGCCGGCTCGGAGAGCGTCTCCGCGTGCGCTTCACCCCGGTCGTGT GC 
^CCTOCGCTCXIGTCCATG 

AACGCCACCAGCGTGGACAGCGGCGCTCCCGGCGGGGCGGCCCCGGGGGGACCCGGGCTT 

CCGCGCCTTCCTGTGTCCCTTGATCTGTCACAATGGCGGTGTGTGCGTGAAGCCTGACCG 

CTGCCTCTGTCCCCCGGACTTCGCTGGCAAGTTCTGCCAGTTGCACTCCTCGGGCGCCCG 

GCCCCCGGCCCCGGCTATACCAGGCCTCACCCGCTCCGTGTACACTATGCCACTGGCCAA 

CCACCGCGACGACGAGCACGGCGTGGCATCTATGGTGAGCGTCCACGTGGAGCACCCGCA 

GGAGGCGTCGGTGGTGGTGCACCAGGTGGAGCGTGTGTCTGGCCCTTGGGAGGAGGCGGA 

CGCTGAGGCGGTGGCGCGGGCGGAAGCGGCGGCGCGGGCGGAGGCGGCAGCGCCCTACAC 

GGTGTTGGCACAGAGCGCGCCGCGGGAGGACGGCTACTCAGATGCCTCGGGCTTCGGTTA 

CTGCTTTCGGGAGCTGCGCGGAGGCGAATGCGCGTCCCCGCTGCCCGGGCTCCGGACGCA 

GGAGGTCTGCTGCCGAGGGGCCGGCTTGGCCTGGGGCGTTCACGACTGTCAGCTGTGCTC 

CGAGCGCCTGGGGAACTCCGAAAGAGTGAGCGCCCCAGATGGACCTTGTCCAACCGGCTT 

TGAAAGAGTTAATGGGTCCTGCGAAGATGTGGATGAGTGCGCGACfTGGCGGGCGCTGCCA 

GCACGGCGAGTGTGCAAACACGCGCGGCGGGTACACGTGTGTGTGCCCCGACGGCTTTCT 

GCTCGACTCGTCCCGCAGCAGCTGCATCTCCCAACACGTGATCTCAGAGGCCAAAGGGCC 

CTGCTTCCGCGTGCTCCGCGACGGCGGCTGTTCGCTGCCCATTCTGCGGAACATCACTAA 

ACAGATCTGCTGCTGCAGCCGCGTAGGCAAGGCCTGGGGCCGGGGCTGCCAGCTCTGCCC 

ACCCTTCGGCTC^GAGGGTTTCCGGGAGATCTGCCCGGCTGGTCCTGGTTACCACTACTC 

GGCCTCCGACCTCCGCTACAACACCAGACCCCTGGGCCAGGAGCCACCCCGAGTGTCACT 

CAGCCAGCCTCGTACCCTGCCAGCCACCTCTCGGCCATCTGC^GGCTTTCTGCCCACC^ 

TCGCCTGGAGCCCCGGCCTGAACCCCGGCCCGATCCCCGGCCCGGCCCTGAGTTTCCCTT 

GCCCAGCATCCCTGCCTGGACTGGTCCTGAGATTCCTGAATCAGGTCCTTCCTCCGGCAT 

GTGTCAGCGCAACCCCCAGGTCTGCGGCCCAGGACGCTGCATTTCCCGGCCCAGCGGCTA 

CACCTGCGCTTGCGACTCTGGCTTCCGGCTCAGCCCCCAGGGCACCCGATGCATTGATGT 

GGACGAATGTCGCCGCGTGCCCCCGCCCTGTGCTCCCGGGCGCTGCGAGAACTCACCAGG 

CAGCTTCCGCTGCGTGTGCGGCCCGGGCTTCCGAGCCGGCCCACGGGCTGCGGAATGCCT 

GGATGTGGACGAGTGCCACCGCGTGCCGCCGCCGTGTGACCTCGGGCGCTGCGAGAACAC 

GCCAGGCAGCTTCCTGTGCGTGTGCCCCGCCGGGTACCAGGCTGCACCGCACGGAGCCAG 

CTGCCAGGATGTGGATGAATGCACCCAGAGCCCAGGCCTGTGTGGCCGAGGGGCCTGCAA 

GAACCTGCCTGGCTCTTTCCGCTGTGTTTGCCCGGCTGGCTTCCGGGGCTCGGCGTGTGA 

AGAGGATGTGGATGAGTGTGCCCAGGAGCCGCCGCCCTGTGGGCCCGGCCGCTGTGACAA 

CACGGCAGGCTCCTTTCACTGTGCCTGCCCTGCTGGCTTCCGCTCCCGAGGGCCCGGGGC 

CCCCTGCCAAGATGTGGATGAGTGTGCCCGAAGCCCCCCACCCTGCACCTACGGCCGGTG 

TGAGAACACAGAAGGCAGCTTCCAGTGTGTCTGCCCCATGGGCTTCCAACCCAACGCTGC 

TGGCTCCGAGTGCGAGGATGTGGATGAGTGTGAGAACCACCTCGCATGCCCTGGGCAGGA 

GTGTGTGAACTCGCCCGGCTCCTTCCAGTGCAGGGCCTGTCCTTCTGGCCACCACCTGCA 

CCGTGGCAGATGCACTGATGTGGACGAATGCAGTTCGGGTGCCCCTCCCTGTGGTCCCCA 

CGGCCACTGCACTAACACCGAAGGCTCCTTCCGCTGCAGCTGCGCGCCAGGCTACCGGGC 

GCCGTCGGGTCGGCCCGGGCCCTGCGCAGACGTGAACGAGTGCCTGGAGGGCGATTTCTG 

CTTCCCTCACGGCGAGTGCCTCAACACTGACGGCTCCTTTGCCTGTACTTGTGCCCCTGG 

CTACCGACCCGGACCCCGCGGAGCCTCTTGCCTCGACGTTGACGAGTGCAGCGAGGAGGA 

CCTTTGCCAGAGCGGCATCTGTACCAACACCGACGGCTCCTTCGAGTGCATCTGTCCTCC 
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GGGACACCGCGCTGGCCCGGACCTCGCCTCCTGCCTCGACGTGGACGAATGTCGCGAGCG 
AGGCCCAGCCCTGTGCGGGTCGCAGCGCTGTGAGAACTCTCCCGGCTCCTACCGCTGTGT 
CCGGGACTGCGATCCTGGGTACCACGCGGGCCCCGAGGGCACCTGTGACGATGTGGACGA 
ATGCCGGAACCGGTCCTTCTGCGGTGCCCACGCCGTGTGCCAGAACCTGCCCGGCTCCTT 
CCAGTGCCTCTGTGACCAGGGTTACGAGGGGGCACGGGATGGGCGTCACTGCGTGGATGT 
GAACGAGTGTGAAACACTACAGGGTGTATGTGGAGCTGCCCTGTGTGAAAATGTCGAAGG 
CTCCTTCCTCTGTGTCTGCCCCAACAGCCCGGA 

TGTTCCCCCACGAACTTCTGCTGACGTGGACGAATGTCAGCTCTTCCGAGACCAGGTGTG 
CAAGAGTGGCGTGTGTGTGAACACGGCCCCGGGCTACTCATGCTATTGCAGCAA 
CTACTACCACACACAGCGGCTGGAGTGCATCGATAATGACGAGTGCGCCGATGAGGAACC 
GGCCTGTGAGGGCGGCCGCTGTGTCAACACTGTGGGCTCTT 

CC(^CTGGTGCTGGATGGCTCGCAGCGCCGCTGCGTCTCCAACGAGAGCCAGAGCCTCGA 
TGACAATCTGGGAGTGTGCTGGCAGGAAGTGGGGGCTGACCTCGTGTGCAGCCACCCTCG 
GCTGGACCGTCAGGCCACCTACACAGAGTGCTGCTGCCTGTATGGAGAGGCCTGGGGCAT 
GGACTGCGCCCTCTGCCCTGCGCAGGACTCAGATGACTTCGAGGCCCTGTGCAATGTGCT 
ACGCCCCCCCGCATATAGCCCCCCGCGACCAGGTGGCTTTGGACTCCCCTACGAGTACGG 
CCC^GACTTAGGTCCACCTTACCAGGGCCTCCCATATGGGCCTGAGTTGTACCCACCACC 
TGCGCTACCCTACGACCCCTACCCACCGCC^CCTGGGCCCTTCGCCCGCCGGGAGGCTCC 
TTATGGGGCACCCCGCTTCGACATGCCAGACTTTGAGGACGATGGTGGCCCCTATGGCGA 
ATCTGAGGCTCCTGCGCCACCTGGCCCGGGCACCCGCTGGCCCTATCGGTCCCGGGACAC 
CCGCCGCTCCTTCCCAGAGCCCGAGGAGCCTCCTGAAGGTGGAAGCTATGCTGGTTCCCT 
GGCTGAGCCCTACGAGGAGCTGGAGGCCGAGGAGTGCGGGATCCTGGACGGCTGCACCAA 
CGGCCGCTGCGTGCGCGTCCCCGAAGGCnTCACCTGCCGTTGCTTa^CGGCTACCGCCT 
GGACATGACCCGCATGGCCTGCGTTGACATCAACGAGTGTGATGAGGCCGAGGCTGCCTC 
CCCGCTGTGCGTCAACGCGCGTTGCCTCAACACGGATGGCTCCTTCCGCTGCATCTGCCG 
CCCAGGATTTGCACCCACGC^CCAGCC^CACC^CTGTGCGCCCGCACGACCCCGGGCerG 
AGCCCTGGCACCCGATGGCCACCCACCCGCGCCCGCCACTCGGGGCCCCTGCCCCGCATC 
CTGCAGCCCGCTTAGTCTGATGACGAGGAAGCCCGCCAGAAAGTCCAGAAGAAGGAACGA 
CGGACGC^^GCGGCGCCGCCTACCATGCCTCCCCCCCCCACCACCACCCCCCCCAACTG 
TGGTCGTCCCCGCCCGGCCCACCCCGCCCCCATTTCTCCCCCCTTCTTTCAATAAAAATT 
TCAATCATAAAAAACCACCTATAAAAAAAAAAA 



The disclosed NOV6d nucleic acid sequence, which maps to chromosome 19 has 2940 
of 3024 bases (97%) identical to a gb:GENBANK-E):AF051344|acc:AF05 1344.1 mRNA 
from Homo sapiens (Homo sapiens latent transforming growth factor-beta binding protein 4S 

5 mRNA, complete cds) . 

A disclosed NOV6d polypeptide (SEQ ID NO:22) encoded by SEQ ID NO:21 is 1354 
amino acid residues and is presented using the one-letter amino acid code in Table 6B. Signal 
P, Psort and/or Hydropathy results predict that NOV6d contains no signal peptide and is likely 
to be localized in the cytoplasm with a certainty of 0.6500. In other embodiments, NOV6d is 

1 0 also likely to be localized to the mitochondrial matrix space with a certainly of 0. 1 000, or the 
lysosome (lumen) with a certainty of 0.1000. 



Table 6H. Encoded NOV6d protein sequence (SEQ ID NO:32). 

MGRPAPAVPRPARPATPPAWTAALPAGRPRGDPGFRAFIiCTLICHNGGVCVKPDRCLCPP 
DFAGKFCQLHSSGARPPAPAIPGLTRSVYTOPIiANH^ 

VHQVERV S GP WEEADAEAVARAEAAARAEAAAP YTVliAQ S AP REDGYSDASGFG YCFREL 
RGGECASPLPGLRTQEVCCRGAGIiAWGVHDCQLCSERIjGNSERVSAPDGPCPTGFERVNG 
SCEDVDECATGGRCX2HGECANTRGGYTCVCPDGFLIjDSSRSSCISQHVISEAKGPCFRVL 
RDGGCSLPIIiRNITKQICCCSRVGKAWGRGCQLCPPFGSEGFREICPAGPGYHYSASDLR 

yntrplgqepprvslsqprtlpatsrpsagflpthrleprpeprpdprpgpefplpsipa 
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WTGPEIPESGPSSGMCQRNPQVCGPGRCISRPSGYTCACDSGFH^ 
VPPPCAPGRCENSPGSFRCVCGPGFRAGPRAAECLDVDECm^ 

CVCPAGYQAAPHGASCQDVDECTQSPGLC^RGACKNLPGSFRCVCPAGFRGSACEEDVDE 

CAQEPPPCGPGRC3DNTAGSFHCACPAGFRSRGPGAPCQDVDECARSPPPCTYGRCENTEG 

SFQCVCPMGFQPNAAGSECEDVDECENHLACPGQECVNSPGSFQCRACPSGHHLHRGRCT 

DVDE CS S GAP PCGPHGHCTNTEGS FRCS CAPG YRAPS GRPGP CADVNECLEGD FC F PHGE 

CLimXSSFACTCAPGYRPGPRG^CLDVDECSE^LCQSGICTNTO 

PDLASCLDVDECRERGPAiCGSQRCENSPGSYROT 

FCGAHAVCQNLPGSFQCLCDQGYEGARDGRHC^VNECETLQGVCGAALCEN^^ 
CPNSPEEFDPMTGRCVPPRTSADVDECQLFRIX5VCKSGVCVNTAPGYSCYCSNGYYYHTQ 
RLEClDNDECADEEPACEGGRCVmVGSYHCTCEPPLVLIXJSQ 
CWQEVGADLVCSHPRLDRQATYTECCCLYGEAWGMDCALCPA 

SPPRPGGFGLPYEYGPDLGPPYQGLPYGPELYPPPALPYDPYPPPPGPFARREAPYGAPR 
FDMPDFEDDGGPYGESEAPAPPGPGTRWPYRSRDTRRSFPEPEEPPEGGSYAGSLAEPYE 
ELEAEECGILDGCTNGRCVRVPEGFTCRCFIXSYRLDMTRMACVDINEOT 
ARCLNTDGS FRCI CRPGFAPTHQPHHCAPARPRA 



The disclosed NOV6d amino acid sequence has 2940 of 3024 bases (97%) identical to 
a gb:GENBANK«ID:AF051344|acc:AF051344.1 mRNA from Homo sapiens (Homo sapiens 
latent transforming growth factor-beta binding protein 4S mRNA, complete cds). 

NOV6d is expressed in Adrenal gland, bone marrow, brain, kidney, liver, lung, heart, 
mammary gland, pancreas, pituitary gland, placenta, prostate, salivary gland, skeletal muscle, 
small intestine, spinal cord, spleen, stomach, testis, thyroid, trachea, uterus, bone, cervix, and 
ovary. Expression information was derived from the tissue sources of the sequences that were 
included in the derivation of the sequence of CuraGen Acc. No. CG50215-05. The sequence is 
predicted to be expressed in the following tissues because of the expression pattern of 
(GENBANK-ID: gb:GENBANK-ID:AF051344|acc:AF05 1344.1) a closely related Homo 
sapiens latent transforming growth factor-beta binding protein 4S mRNA: heart. 

NOV6 also has homology to the amino acid sequences shown in the BLASTP data 
listed in Table 61. 



Table 61. BLAST results for NOV6 


Gene Index/ 
Identifier 


Protein/ Organism 


Length 
(aa) 


Identity 
(%) 


Positives 
<%) 


Expect 


gi|3327808|qb|AAC39 
879. 1| (AF051344) 


latent 

transforming 
growth factor- 
beta binding 
protein 4S [Homo 
sapiens] 


1511 


97 


97 


0.0 


gi|4505037|ref |NP 0 
03564. 1| 
(NM_003573) 


latent 

transforming 
growth factor 
beta binding 
protein 4 [Homo 
sapiens] 


1587 


92 


92 


0.0 
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qi| 14787032 |ref |XP 
047374. 1| 
(XM_047374) 


latent 

transforming 
growth factor 
beta binding 
protein 4 [Homo 
sapiens] 


888 


97 


97 


0.0 


qi|3327814|qb|AAC39 
882.11 (AF054502) 


latent 

transforming 
growth factor- 
beta binding 
protein 4 [Homo 
sapiens] 




91 


91 


0.0 


rt-i I 1 ATmA^filrof lYP 

008868.4] 
(XM_008868) 


protein XP_008868 
[Homo sapiens] 


775 


99 


99 


0 .0 



The homology of these sequences is shown graphically in the ClustalW analysis shown 
in Table 6 J. 
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Table 6 J Information for the ClustalW proteins 



NOV6A (SEQ ID NO: 26) 

NOV6B (SEQ ID NO: 28) 

NOV6C (SEQ ID NO: 30) 

N0V6D (SEQ ID NO:32) 



gi 
gi 
gi 
gi 



14787032) (SEQ ID NO:75) 
3327808 | (SEQ ID N0:76) 
4505037 1 (SEQ ID N0:77) 
14787036) (SEQ ID NO:78) 
3327814 | (SEQ ID NO: 79) 
10 



20 



30 



40 



50 



NOV6A 
NOV6B 
NOV6C 
NOV6D 

gi| 14787032 | 
gi|3327808] 
gi |4505037| 
gijl4787036| 
gi|3327814| 



N0V6A 
N0V6B 
NOV6C 
NOV6D 



gi 
gi 
gi 
gi 
gi 



14787032) 
3327808] 
4505037) 
14787036 | 
3327814] 



NOV6A 
NOV6B 
N0V6C 
NOV6D 

14787032] 
3327808] 
4505037] 
14787036] 
3327814] 



gi 
gi 
gi 
gi 



.].... ]....]. 



MGDVKAUjFWAARARRLGGAAASESLAVS eafcrvrscqpkkcagpqrc 



100 




MG^PgV^PAgATgPAWTAAL 

LNPVPAVPSPSPSVRKRQVSLNWQPLTI£|E^^ 



110 




120 



130 



• 1 



140 
..|.. 



■1 



150 



LCPLI CHNGGVCVKPDRCjlCPPDFAGKFCQIiHS SGA 
LCPLICKKGGVCVKPDRCHCPPDFAGKFCQLHSSGA 
LCPLICKNGGVCVKPDRCWCPPDFAGKFCQLHSSGA 
LCPLICHNGGVCVKPDRCwCPPDFAGKFCQLHSSGA 



PAGRPI 

rrp: 



LCPL I CHNGG VCVKPDRCHCP PDFAGKFCQLHS SGA 
LCPLI CKNGGVCVKPDRCiaCPPDFAGKFCQLHSSGA 



160 



.] 



170 



180 



190 



200 
••I 



NOV6A 



RPPAPAOPGLTRSVyTMPI^JvHRDDEKGVASMVSVHVEHPQSASVVVHQl' 



88 



WO 02/064791 



10 



15 



20 



NOV6B 


NOV6C 


NOV6D 


gi 


14787032 


gi 


3327808) 


gi 


4505037) 


gi 


14787036 


gi 


3327814) 



N0V6A 


NOV6B 


NOV6C 


NOV6D 


gi 


14787032 


gi 


3327808) 


gi 


4505037) 


gi 


14787036 


gi 


3327814) 



R PPA PAM PG LTR S VYTM PLAitfHRDDEHG VA SM VS VH VEH F|QEA S VWKQ V 
RPPAPAnpGLTRSVYTKPLAifflRDDEHGVASMVSVHVEHPQEASVWKQV 
^^^U^LTOS^HPlAI-IHPJDDEHGVASMVSVHVEHPQEASVVVHQV 
BBBSHBB^HB^PLA1^KRDDEHGVASMVSVHVEHPQEASW\'KQV 

RPPAPAg?GLTRSVYTM?LAI^HRDDSKGVASMVSVHVEHPQEASWVHQV 
RPPAPAPiPGLTRS^MPLANHRDDEHGVASMVSVHVEHPOEASVVVHOV 
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^PLAlvTHRDDEHGVASMVSVHVEHPQEASVVVHQV 
IPI^TODDEHGVASMVSVKVSHPQEASVVVHQV 



I 



210 



220 



■ I 



230 



240 
. . I 



250 
.1 



E R VS G P W S E AD AE A VARA E AAARA E AAA P YT VL AQ S AP REDGYSDASG ^G 
ERVSGPWEEADAEAVARAEAAARAEAAAPYTVLAQSAPREDGYSDASG^G 
SRVSGPWEEADAEAVARAEAAARAEAAAPYTVLAQSAPREDGYSDASGFG 
ERVSGPWEEADAEAVARAEAAARAEAAAPYTVIiAQSAPREDGYSDASGFG 
ERVSGPWEEADAEAVARAEAAARAEAAAPYTVLAQSAPREDGVSDASGFG 
ERVSGPWEEADAEAVARAEAAARAEAAAPYTVLAQSAPREDGYSDASGFG 
ERVSGPWEEADAEAVARAEAAARAEAAAPYTVLAQSAPREDGYSDASGFG 
ERySGPWEEA DAEAVARAEAAARAEAAAPYTVLAQ SAPREDGYfinAc;^^ 



25 



30 



NOV6A 


NOV6B 


NOV6C 


NOV6D 


gi 


14787032 


gi 


3327808) 


gi 


4505037) 


gi 


14787036 


gi 


3327814] 



260 

I. 



270 
I 



280 



YCFRELRGGECASPLPGLRTQEVCCRGAGLAl' 
YC FRE LRG GE CA S PLPG LRTQE VC CRG AG LAV 
YCFRELRGGECASPLPGLRTQEVCCRGAGLAt- 
YCFRELRGGECASPLPGLRTQEVCCRGAGLAV 
YCFRE LRG GE CAS PLPG LRTQE VCCRGAGLAV. 
YCFRELRGGECASPLPGLRTQEVCCRGAGLAVi 
YCFRELRGGECASPLPGLRTQEVCCRGAGLAW 
YCFRSLRGGS CASPLPGLRTOEVCCRGAGLAK 



290 
| 



! 



300 

.1 



•7GVHDCQLCSERLGNSERV 
'JGVHDCQLCSERLGNSERV 
JGVHDCQLCSERLGNSERV 
JGVRDCQLCSERLGNS ERV 
JGVHDCQLCSERLGNSERV 
JGVHDCQLCSERLGNSERV 
JGVHDCQLCSERLGNSERV 
rGVHDCQLCSER-LGi^SERV 



35 



40 



45 



50 



55 



NOV6A 


NOV6B 


NOV6C 


NOV6D 


gi 


14787032| 


gi 


3327808) 


gi 


4505037) 


gi 


14787036) 


gi 


3327814) 



NOV6A 
NOV6B 
NOV6C 
NOV6D 



gi 
gi 
gi 
gi 
gi 



14787032) 

3327808) 

4505037) 

14787036) 

3327814) 



I 



310 



320 



330 



340 
. - I 



350 



SAPDGPCPTGFERVWGSCEDVDECATGGRCQHGECANTRGGYTCVCPDGF 
SAPDGPCPTGFERVNGSCEDVDECATGGRCQHGECANTRGGYTCVC^DGF 
SAPDGPCPTGFERVNGSCEDVDECATGGRCQKGECANTRGGYTCVCPDGF 
SAPDGPCPTGFERTOGSCEDVDECATGGRCQHGECAi^TRGGYTCVCPDGF 
SAPDGPCPTGFERVNGSCEDVDECATGGRCQHGECANTRGGYTCVCPDGF 
SAPDGPCPTGFERVNGSCEDVDECATGGRCQHGECAKTRGGYTCVCPDGF 
SAPDGPCPTGFERVNGSCEDVDECATGGRCQHGECANTRGGYTCVCPDGF 
SAPDGPCPTGFERVNGSCEDV DECATGGRCOKGECANTRnnVTPurpnnr 



360 



370 
..I .. 



380 



390 



400 



LLDSSRSSCISQHVISEAKGPCFRVLRDGGCSLPILRMITKQICCCSRVG 
LLDSSRSSCISQHVISEAKGPCFRVLRDGGCSLPILRNITKQICCCSRVG 
LLDSSRSSCISQHVISEAKGPCFRVLRDGGCSLPILRNITKQICCCSRVG 
LLDSSRSSCISQHVISEAKGPCFRVLRDGGCSLPILRNITKQICCCSRVG 
LLDSSRSSCISQHVISEAKGPCFRVLRDGGCSLPILR1\JITKQICCCSRVG 
LLDSSRSSCISQHVISEAKGPCFRVLRDGGCSLPILRNITKQICCCSRVG 
LLDSSRSSCI SQHVI SEAKGPCFRVLRDGGCSLPI LRN I TKQ I CCCSRVG 
LLDSSRSSCISQHVISEAKGPCFRVLRDGG CSLP ILRNITKQICCCSRVG 



60 



65 



70 



75 



NOV6A 
NOV6B 
NOV6C 
NOV6D 



gi 
gi 
gi 
gi 
gi 



14787032) 
3327808) 
4505037 j 
14787036) 
3327814) 



NOV6A 
NOV6B 
NOV6C 
NOV6D 

gi 
gi 
gi 



14787032) 
3327808) 
4505037) 



410 



• I. 



420 



I. 



430 



440 
. . I 



450 
| 



i<awgrgcqlcppfgsegfreicpagpgyhysasdlryntrplgqeTprvs 

KAWGRGCQLCPPFGSEGFREICPAGPGYHYSASDLRYNTRPLGQEPPRVS 
KAWGRGCQLCPPFGSEGFREICPAGPGYHYSASDLRYNTRPLGQE^PRVS 
KAWGRGCQLCPPFGSSGFREICPAGPGYHYSASDLRYNTRPL,02E^PRVS 
KAWGRGCQLCPPFGSEGFREICPAGPGYHYSASDLRYNTRpkG^SPPRVS 
KAWGRGCQLCPPFGSEGFREICPAGPGYHYSASDLRYNTRPLGQEPPRVS 
KAWGRGCQLCPPFGSEGFREICPAGPGYHYSASDLRYNTRPLGQEPPRVS 
KAWGRGCQLCPPFGSEGFREICPAGPGYHYS ASDLRYNTRPLGOFPPP^ 



460 



•I 



470 



460 



490 
. I 



500 
I 



lsqprtlpatsrpsagflpthrleprpeprpdprpgpeSplpsipawtgp 
lsqprtlpatsrpsagflpthrleprpeprpdprpgpeBplpsipawtgp 

LSQPRTLPATSRPSAGFLPTHRLEPRPEPRPDPRPGPEgPLPSIPAWTGP 

lsqprtlpatsrpsagflpthrleprpeprpdprpgpeBplpsipawtgp 

LSQPRTLPATSRPSAGFLPTHRLEPRPEPRPDPRPGPE*PL°S I PAWTGP 

lsqprtlpatsrpsagflpthrleprpeprpdprpgpeBplpsi^avjtgp 

LSQPRTLPATSRPSA GFLPTHRLEPRPEPRPnPT?pr,pplDT.po TPm ,T Tcr 
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WO 02/064791 



gi | 14787036 | 
gi|3327814| 
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60 



65 



70 



75 



NOV6A 
NOV6B 
NOV6C 
NOV6D 



9i 

gi 
gi 
gi 
gi 



14787032 | 

3327808) 

4505037) 

14787036) 

3327814) 



NOV6A 


NOV6B 


NOV6C 


NOV6D 


gi 


14787032 


gi 


3327808) 


gi 


4505037) 


gi 


14787036 


gi 


3327814) 



NOV6A 
N0V6B 
NOV6C 
NOV6D 



gi 
gi 
gi 
gi 
gi 



14787032 | 

3327808) 

4505037) 

14787036| 

3327814) 



NOV6A 
NOV6B 
NOV6C 
NOV6D 

gi 
gi 
gi 
gi 
gi 



14787032) 
3327808) 
4505037] 
14787036) 
3327814) 



NOV6A 
NOV6B 
NOV6C 
NOV6D 

gi 
gi 
gi 
gi 
gi 



-1. 



510 



•1< 



520 



.1. 



530 



540 



I. 



550 
.-I 



EIPESGPSSGMCQRNPQVCGPGRCISRPSGYTCACOSGFRLSPQGrRCIE 
SIPBSGPSSGi^CCRNPQVCGPGRCISRPSGYTCACDSGFRLSPQGTRCID 
SIPESGPSSGKCCRXPQVCGPGRCISRPSGYTCACDSGFRLSFQGTRCID 
EIPESGFSSGMCQRJCPQVCGPGRCISRPSGY7CACDSGFRLSPGGTRCID 
EIPESGPSSGMCQRKPQVCGPGRCISRPSGYTCACDSGFRLSPQGTRCID 
S I PESGPSSGMCQRNPQVCGPGRCI S RPSGYTCACDSGFRLS FQ;G?RC ID 
S I PES GPS SGMCQRNPQVCGFGRCI SRPSGYTCACDSGFRLS'PQGTRC ID 
SIPSSGPSSGMCQRI^PQVCGPGRCISRPSGYTCacaSGFRL-SPQGTRCID 



560 



570 



580 
. . I . . 



590 



600 



VDECRRVPPPCAPGRCEKSFGSFRCVCGPGFRAGPRAAECLDVDECHRVF 
VDECRRVPPPCAPGRCENSFG3FRCVCGPGFRAGPRAAECLDVDECHRV? 
VDECRRVP P PCAPGRCENS PGS FRC VCG P G FRAG P RAAE CLD VDECHRV? 
VDECRRVPPPCAPGRCENSPGSFRCVCGPGFRAGPRAAECLDVDSCHRVF 
VDECRRVPPPCAPGRCENSPGSFRCVCGPGFRAGFRAAECLDVDECHRVP 
VDECRRVPPPCAPGRCEXSPGSFRCVCGPGFRAGPRAAECLDVDECHRVP 
VDECRRVPPPCAPGRCENSPGSFRCVCGPGFRAGPRAAECLDVDECHRVP 
VDECRRVPPPCAPGRCENSPGSFRCVCGPGFRAGPRAAECLDVDECHRVP 





610 

....|.... !■■■.) 


620 

I | | 


630 
....).. ..) 


640 

| | 


650 
| 



PPCDLGRCEKT PGS FLC VC PAGYQ AAPHGASCQD VDS CTQS PGLCGRGAC 
P P CDLGRCEKT PGS FLC VCPAGYQAAPKGAS CQDVDSCTQ3 PGLCGRGAC 
PPCDLGRCEXTPGSFLCVCPAGYQAAPKGASCQDVDECTQSPGLCGRGAC 
PPCDLGRCENTPGS FLCVCPAGYQAAPHGAS CQDVDECTQS PGLCGRGAC 
PPCDLGRCENTPGSFLCVCPAGYQAAPHGASCQDVDECTQSPGLCGRGAC 
PPCDLGRCENTPGS FLC VCPAGYQAAPKGASCQDVDECTQS PGLCGRGAC 
PPCDLGRCENTPGS FLC VCPAGYQAAPKGAS CQDVDECTQS PGLCGRGAC 
PPCDLGRCENTPGS FLCVCPAGYQAAPHGAS CQDVDECTQS PGLCGRGAC 















660 

...,|.. 


670 
)....|~...l 


680 


690 
|,...|.,,.| 


700 



KNLPGSFRCVCPAGFRGSACEEDVDECAQEPPPCGPGRCpNTAG'SFKCAC 
KNLPGSFRCVCPAGFRGSACEEDVDECAQEPPPCGPGRCDNTAGSFKCAC 
KNLPGSFRCVCPAGFRGSACEEDVDECAQEPPPCGPGRCDKTAGSFHCAC 
KNLPGSFRCVCPAGFRGSACEEDVDECAQEPPPC3GPGRCDKTAGSFHCAC 
KNL PGS FRC VC PAG F RG SAC E ED VDE CAQE P P P CG PGRCDNTAG S FH C AC 
KNLPGS FRCVCPAGFRGSACEEDVDECAQE PPPCGPGRCDNTAGSFHCAC 
KNLPGS FRC VCPAGFRG SACE EDVDECAQE P P PCGPGRCDNTAGS FHCAC 
KNLPGSFRCVCPAGFRGSACEEDVPSCAQEPPPCGPGRCDNTAG5FHCAC 



710 



720 



730 



740 



I- 



750 
..) 



PAGFRS RGPGAPCQDVDECARSP PPCTYGRCENTEGSFQCVCPMGFQPNA 
PAGFRSRGPGAPCQDVDECARSPPPCTYGRCENTEGSFQCVCPKGFQPNA 
PAGFRS RGPGAPCQDVDECARSPPPCTYGRCENTEGSFQCVCPXGFQPNA 
PAGFRSRGPGAPCQDVDECARSPPPCTYGRCENTEGSFQCVCPXGFQPNA 
PAGFRSRGPGAPCQDVDECARSPPPCTYGRCENTEGSFQCVCFMGFQPNj 
PAGFRSRGPGAPCQDVDECARSPPPCTYGRCENTEGSFQCVCPMGFQPNA 
PAGFRS RG PGAPCQDVDECARS P PPCTYGRCENTEG SFQCVCPtfGFQPX 
PAG FRS RG PGAPCQDVDECARSPPPCTYGRCENTEGSFQCVC PXGFQ PK 
l/U'/i1irlft?T^^^^^f^^^^^^^P ^ - V 'G FOPNA 



14787032) 

3327808) " 

4 5 0 5 0 3 7 I iSHS^^^^^^^Mw&Si^S^&S^^SS^^SISS 7 
14787036) ^S^^^^^^^^^^^^^^^^^Sl^^^^M ^83S8S t 

3327814) 

760 770 780 790 800 

....)... .)....!. I 1 1 



agsecedvdecenhlacpgqecvnspgsfqcracpsgkklkrgrctdvde 
agsecedvdecenhlacpgqecvnspgsfqcracpsgkhlhrgrctdvde 
agsecedvdecenklacpgqecvicspgsfqcracpsgkhlhrgrctdvde 
agsecedvdecenhlacpgqecvkspgsfqcracpsghhlhrgrctdvde 
agsecedvdecenhlacpgqscvnspgsfqcrjjcpsghhlkrgrctdvde 
agsecedvdecenhlacpgqecvnspgsfqcracpsghhlkrgrctdvde 
agsecedvdecekhlacpgqecvnspgsfqcrScpsghhlkrgrctdvde 
agsecedvdecekhlacpgqecwspgsfqcrucpsgkhlkrgrc^dvde 
agsecedvdecenklacpgqecvnspgsfqcracpsghklhrgrctdvde 



NOV6A 


N0V6B 


NOV6C 


NOV6D 


gi 


14787032 


gi 


3327808) 


gi 


4505037) 


gi 


14787036 


gi 


3327814) 
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NOV6A 



820 

lL 



830 



840 



850 
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NOV6C 
NOV6D 

gi 
gi 
gi 
gi 
gi 



14787032) 
3327808 | 
4505037) 
14787036) 
3327814) 



NOV6A 
NOV6B 
NOV6C 
NOV6D 



gi 


14787032 


gi 


3327808) 


gi 


4505037 j 


gi 


14787036 


gi 


3327814) 


NOV6A 


NOV6B 


NOV6C 


NOV6D 


gi 


14787032 


gi 


3327808 | 


gi 


4505037) 


gi 


14787036 


gi 


3327814) 



PCTYUS01/48369 



CSSGAPPCGPHGHCTNTEGSFRCSCAPGYRAPSGRPGPCADVNECLEGDF 
CSSGAPPCGPHGHCTNTEGSFRCSCAPGYRAPSGRPGPCADVNSCIiEGDF 
CS SGA PPCGPHGHCTNTEGS FRCSCAPGYRAPSGRPG PCADVNECLEGDF 
CSSGAPPCGPHGHCTNTEGSFRCSCAPGYRAPSGRPGPCADVNECLEGDF 
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In human tissues, normal homeostasis requires intricately balanced interactions 
between cells and the network of secreted proteins known as the extracellular matrix. These 
cooperative interactions involve numerous cytokines acting through specific cell-surface 
receptors. When the balance between the cells and the extracellular matrix is perturbed, 
disease can result. This is clearly evident in the interactions mediated by the cytokine 
transforming growth factor (beta) (TGF-(beta)). 

TGF-(beta) is a member of a family of dimeric polypeptide growth factors that 
includes bone morphogenic proteins and activins. All of these growth factors share a cluster of 
conserved cysteine residues that form a common cysteine knot structure held together by 
intramolecular disulfide bonds. Virtually every cell in the body, including epithelial, 
endothelial, hematopoietic, neuronal, and connective-tissue cells, produces TGF-(beta) and has 
receptors for it. TGF-(beta) regulates the prohferation and differentiation of cells, embryonic 
development, wound healing, and angiogenesis. The essential role of the TGF-(beta) signaling 
pathway in these processes has been demonstrated by targeted deletion of the genes encoding 
members of this pathway in mice. 

The biological activity of the transforming growth factor-beta's (TGF-beta) is tightly 
controlled by their persistence in the extracellular compartment as latent complexes. Each of 
the three mammalian isoform genes encodes a product that is cleaved intracellularly to form 
two polypeptides, each of which dimerizes. Mature TGF-beta, a 24 kD homodimer, is 
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noncovalently associated with the 80 kD latency-associated peptide (LAP). LAP is a 

fundamental component of TGF-beta that is required for its efficient secretion, prevents it 
from binding to ubiquitous cell surface receptors, and maintains its availability in a large 
extracellular reservoir that is readily accessed by activation. This latent TGF-beta complex 
5 (LTGF-beta) is secreted by all cells and is abundant both in circulating forms and bound to the 
extracellular matrix. Activation describes the collective events leading to the release of TGF- 
beta. Despite the importance of TGF-beta regulation of growth and differentiation in 
physiological and malignant tissue processes, remarkably little is known about the 
mechanisms of activation in situ. Recent studies of irradiated mammary gland reveal certain 
1 0 features of TGF-beta 1 activation that may shed light on its regulation and potential roles in 
the normal and neoplastic mammary gland. 

Transforming growth factor (TGF)-betas are secreted in large latent complexes 
consisting of TGF-beta, its N-terminal latency-associated peptide (LAP) propeptide, and latent 
TGF-beta binding protein (LTBP). LTBPs are required for secretion and subsequent 

1 5 deposition of TGF-beta into the extracellular matrix. TGF-betal associates with the 3(rd) 8- 
Cys repeat of LTBP-1 by LAP. All LTBPs, as well as fibrillins, contain multiple 8-Cys 
repeats. 8-Cys repeat has been found to interact with TGF-betal *LAP by direct cysteine 
bridging. LTBP-1 and LTBP-3 bind efficiently all TGF-beta isoforms, LTBP-4 has a much 
weaker binding capacity, whereas LTBP-2 as well as fibrillins -1 and -2 are negative. A short, 

20 specific TGF-beta binding motif has been identified in the TGF-beta binding 8-Cys repeats. 
Deletion of this motif in the 3(rd) 8-Cys repeat of LTBP-1 results in loss of TGF-beta*LAP 
binding ability, while its inclusion in non-TGF-beta binding 3(rd) 8-Cys repeat of LTBP-2 
results in TGF-beta binding. Molecular modeling of the 8-Cys repeats has revealed a 
hydrophobic interaction surface and lack of three stabilizing hydrogen bonds introduced by the 

25 TGF-beta binding motif necessary for the formation of the TGF-beta*LAP - 8-Cys repeat 
complex inside the cells. 

LTBP-4 gene has been localized to chromosomal position 19ql3. 1-I9ql3.2. The 
major LTBP-4 mRNA form is about 5.1 kilobase pairs in size and is predominantly expressed 
in the heart, aorta, uterus, and small intestine. Immunoblotting analysis has indicated that 
30 LTBP-4 was secreted from cultured human lung fibroblasts both in a free form and in a 

disulfide bound complex with a TGF-beta. LAP-like protein. The matrix-associated LTBP-4 
was susceptible to proteolytic release with plasmin. LTBP-4 is a member of the growing 
LTBP-fibrillin family of proteins and offers an alternative means for the secretion and targeted 
matrix deposition of TGF-betas or related proteins. 
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LTBP-4 consists of 20 EG modules, 17 of mem with a consensus sequence for calcium 

binding, 4 TB modules with 8 cysteines and several proline-rich regions. Northern blots 

demonstrated a single 5 kb mRNA which is highly expressed in heart but also present in 

skeletal muscle, pancreas, placenta and lung. The modular structure predicts that LTBP-4 

should be a microfibrillar protein which probably also binds TGF-beta. 

Increases or decreases in the production of TGF-(beta) have been linked to several 
disease states, including atherosclerosis and fibrotic disease of the kidney, liver, and lung, as 
well as in development Mice lacking TGF-(beta)2 have cardiac, lung, craniofacial, and 
urogenital defects, and mice lacking TGF-(beta)3 have cleft palates. Polymorphisms in the 
gene for TGF-(beta)3 have been linked to the development of cleft palate in humans. 
Mutations in the genes for TGF-(beta), its receptors, or intracellular signaling molecules 
associated with TGF-(beta) are also important in the pathogenesis of diseases, particularly 
cancer and hereditary hemorrhagic telangiectasia. 

The disclosed NOV6 nucleic acid of the invention encoding a TGF-beta binding 
protein-like protein includes the nucleic acid whose sequence is provided in Table 6A or a 
fragment thereof. The invention also includes a mutant or variant nucleic acid any of whose 
bases may be changed from the corresponding base shown in Table 6A while still encoding a 
protein that maintains its TGF-beta binding protein-like activities and physiological functions, 
or a fragment of such a nucleic acid. The invention further includes nucleic acids whose 
sequences are complementary to those just described, including nucleic acid fragments that are 
complementary to any of the nucleic acids just described. The invention additionally includes 
nucleic acids or nucleic acid fragments, or complements thereto, whose structures include 
chemical modifications. Such modifications include, by way of nonlimiting example, 
modified bases, and nucleic acids whose sugar phosphate backbones are modified or 
derivatized. These modifications are carried out at least in part to enhance the chemical 
stability of the modified nucleic acid, such that they may be used, for example, as antisense 
binding nucleic acids in therapeutic applications in a subject. In the mutant or variant nucleic 
acids, and their complements, up to about 3 percent of the bases may be so changed. 

The disclosed NOV6 protein of the invention includes the TGF-beta binding protein- 
like protein whose sequence is provided in Table 6B. The invention also includes a mutant or 
variant protein any of whose residues may be changed from the corresponding residue shown 
in Table 6B while still encoding a protein that maintains its TGF-beta binding protein-like 
activities and physiological functions, or a functional fragment thereof. In the mutant or 
variant protein, up to about 15 percent of the residues may be so changed. 
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The above defined information for this invention suggests that these TGF-beta binding 

protein-like proteins (NOV6) may function as a member of a "TGF-beta binding protein 

family". Therefore, the NOV6 nucleic acids and proteins identified here may be useful in 

potential therapeutic applications implicated in (but not limited to) various pathologies and 

5 disorders as indicated below. The potential therapeutic applications for this invention include, 

but are not limited to: protein therapeutic, small molecule drug target, antibody target 

(therapeutic, diagnostic, drug targeting/cytotoxic antibody), diagnostic and/or prognostic 

marker, gene therapy (gene delivery/gene ablation), research tools, tissue regeneration in vivo 

and in vitro of all tissues and cell types composing (but not limited to) those defined here. 

10 The nucleic acids and proteins of NOV6 are useful in from atherosclerosis and fibrotic 

disease of the kidney, liver, and lung, and cancer (e.g. cancer of epithelial, endothelial, and 
hematopoietic cells), hereditary hemorrhagic telangiectasia., and/or other pathologies and 
disorders. The novel NOV6 nucleic acid encoding NOV6 protein,, or fragments thereof, may 
further be useful in diagnostic applications, wherein the presence or amount of the nucleic acid 

15 or the protein are to be assessed. These materials are further useful in the generation of 
antibodies that bind immunospecifically to the novel substances of the invention for use in 
therapeutic or diagnostic methods. 

NOV6 nucleic acids and polypeptides are further useful in the generation of antibodies 
that bind immunospecifically to the novel substances of the invention for use in therapeutic or 

20 diagnostic methods. These antibodies may be generated according to methods known in the 
art, using prediction from hydrophobicity charts, as described in the "Anti-NOVX Antibodies" 
section below. For example the disclosed NOV6a protein have multiple hydrophilic regions, 
each of which can be used as an immunogen. In one embodiment, contemplated NOV6 
epitope is from about amino acids 1 to 50. In other embodiments, NOV6 epitope is from 

25 about amino acids 220 to 300, from about amino acids 900 to 950, or from about amino acids 
1 150 to 1200. This novel protein also has value in development of powerful assay system for 
functional analysis of various human disorders, which will help in understanding of pathology 
of the disease and development of new drug targets for various disorders. 



30 NOV7 

A disclosed NOV7 nucleic acid of 973 nucleotides (also referred to as 
GMAP008O8_Ajial) encoding a novel MAS proto-oncogene-like protein is shown in Table 
7A. An open reading frame was identified beginning with an ATG initiation codon at 
nucleotides 3-5 and ending with a TGA codon at nucleotides 966-968. 
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Table 7A. NOV7 Nucleotide Sequence (SEQ ID NO:33) 

~GGATGAACCAGACT^ 

GCACACGGCCTACCTGGTGCTGAGCTCCCTGGCCATGTTCACCTGCCTGTGCGG^ 

ATGGTGATCTGGCTGCTAGGCTTTCGAAIX^ 

CAGCCGACCTCCTCTTCCTCTC^ 

CACTGACAAGGTCCACC^GCTGATGAAGAGACTGATGm 

ACGGCCATCAGCACCCAGCGCTGTCTCTCTGTCCTCT 

ACCTGTCAGCCTGGGTGTGTGGCCTGCTC 

CTG(^GCAAGTTCTTGAAATTCAATGAAGATCGGTGCTTCAGGGTGGACATGGTC 
ATG£k3GGTCTTAACCCCAGTGATGACTCTGTCCAGC 

AGCAGTGGCGGCGGCAGCCCACACGGCTGTTCX3TGGTGGTCCTGGCCTCTGTC 

TTCCCTGCCTCTGAGCATCTACTGGTTTGTGCTCTACTGGCT 

TGCTTCAGCITGTCACGCCTCTCCTCGTCCGT^ 

GCAGCCGtf^GGAGCCACAGGCTGCCCACCAGGTCCCT 

GCCO^GOTGGAAGGTGGGGAGACGCCCACCGTGGGCACC^TG^ 



The disclosed N0V7 nucleic acid sequence, localized to chromosome 1 1, has 413 of 
676 bases (61%) identical to a gb:GEhTOANK-ID:HUM]VL\Sjacc:M13 1 50.1 mRNA from 
5 Homo sapiens (Human mas proto-oncogene mRNA, complete cds). 

A disclosed NOV7 polypeptide (SEQ ID NO:24) encoded by SEQ ID NO:23 is 321 
amino acid residues and is presented using the one-letter amino acid code in Table 7B. Signal 
P, Psort and/or Hydropathy results predict that NO V7 has a signal peptide and is likely to be 
localized at the plasma membrane with a certainty of 0.6000. In other embodiments, NOV7 is 
10 also likely to be localized to the golgi body with a certainty of 0.4000, to the enoplasmic 

reticulum (membrane) with a certainty of 0.3000, or the microbody with a certainty of 0.3000. 
The most likely cleavage site for a NOV7 peptide is between amino acids 44 and 45, at: 
MAG-NS. 



Table 7B. Encoded NOV7 protein sequence (SEQ ID NO:34). 

MNQTLNSSGTVESALNYSRGSTVHTAYL^ 
ADLLFLFSMASTLSLETQPLVOTTDKVHE^ 

LS AWVCGLLWTLCLLMNGLTS S FCSKFLKFNEDRCFRVDMVQAALI MGVLTPVMTL S SLTLFVWVRRS S Q 

QWRRQPTRLFVWLASVLVFLICSLPL 

SRRSHRLPTRSLGTVLQQALREEPELEGGETPTVGTNEMGA 



The disclosed NOV7 amino acid sequence has 1 14 of 3 18 amino acid residues (35%) 
identical to, and 185 of 3 18 amino acid residues (58%) similar to, the 324 amino acid residue 
ptnr:SWISSPROT-ACC:P12526 protein from Rattus norvegicus (Rat) (MAS PROTO- 
. ONCOGENE). 

NOV7 also has homology to the amino acid sequence shown in the BLASTP data 
listed in Table 7C. 
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Table 7C. BLAST results for NO V7 


Gene Index/ 
Identifier 


Protein/ Organism 


Length 
(aa) 


Identity 
(%) 


Positives 
(%) 


Expect 


gi | 15546023 | gb| AAK91 
787. 1| (AY042191) 


RF- amide G 
protein-coupled 
receptor [Mus 
mus cuius 3 


322 


40 


58 


8e-43 


gi| 13507682 |ref |NP 1 
09651. 1| (NM 030726) 


G protein- coupled 
receptor 90; G- 
protein coupled 
receptor GPR90 
[Mus musculusj 


321 


36 


56 


le-40 


gi | 16876455 |ref|NP 4 
73373. 1| (NM 054032) 


G protein- coupled 
receptor MRGX4 
(Homo sapiens] 


322 


41 


58 


2e-40 


gi | 15546054 | gb | AAK91 
800.1 | (AY042209) 


MrgD G protein- 
coupled receptor 
[Mus musculus] 


321 


58 


72 


3e-83 


gi| 15546062 |gb| AAK91 
804. 1| (AY042213) 


MrgXl G 
protein-coupled 
receptor [Homo 
sapiens] 


322 


40 


58 


8e-43 



The homology of these sequences is shown graphically in the ClustalW analysis shown 
in Table 7D. 
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Table 7E lists the domain description from DOMAIN analysis results against NOV7. 
This indicates that the NOV7 sequence has properties similar to those of other proteins known 
to contain this domain. 



Table 7E. Domain Analysis of NOV7 

gnllPfambfamOOOOL 7tm_l, 7 transmembrane receptor (rhodopsin 
family). 

CD-Length = 254 residues, Score = 38.9 bits (89), Expect = 5e-04 
35 ~ 1 

The human mas oncogene was originally detected by its ability to transform NIH 3T3 
cells. We previously showed that the protein encoded by this gene is unique among cellular 
oncogene products in that it has seven hydrophobic potential transmembrane domains and 
shares strong sequence similarity with a family of hormone-receptor proteins (Young D, et.aL; 

40 Proc Natl Acad Sci U S A 1988 Jul;85(14):5339-42). We have now cloned the rat homolog of 
the mas oncogene, determined its DNA sequence, and examined its expression in various rat 
tissues. A comparison of the predicted sequences of the rat and human mas proteins shows that 
they are highly conserved, except in their hydrophilic ammo-terminal domains. Our 
examination of the expression of mas, determined by RNA-protection studies, indicates that 

45 high levels of mas RNA transcripts are present in the hippocampus and cerebral cortex of the 
brain, but not in other neural regions or in other tissues. This pattern of expression and the 
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similarity of mas protein to known receptor proteins suggest that mas encodes a receptor that 
is involved in the normal neurophysiology and/or development of specific neural tissues. 

The human mas oncogene, which renders transfected NIH/3T3 cells tumorigenic, was 
identified as a subtype of angiotensin receptor by transient expression in Xenopus oocytes and 
5 stable expression in the mammalian neuronal cell line, NG1 15-401L (Hanley MR, etaL; Ciba 
Found Symp 1990;150:23-38; discussion 38-46). The mas receptor preferentially recognizes 
angiotensin HI, and is expressed at high levels in brain. The mas/angiotensin receptor 
functions through the breakdown of inositol lipids and can drive DNA synthesis, unlike 
another inositol-linked peptide receptor, that for bradykinin. Comparative analysis of several 

1 0 early biochemical events elicited by either angiotensin or bradykinin stimulation of mas- 

transfected cells has not indicated a specific difference correlated with mitogenic activity. In 
particular, the inositol lipid kinase, phosphatidylinositol-3-kinase, thought to be involved in 
the mitogenic mechanism of platelet-derived growth factor receptors, is unaffected by 
activation of mas. These results have shown that a proto-oncogene encodes a neural peptide 

1 5 receptor, indicating that peptide receptors may be involved in differentiation and proliferation 
processes, as are other identified proto-oncogenes. 

The class of receptors coupled to GTP-binding proteins share a conserved structural 
motif which is described as a f seven-transmembrane segment 1 following the prediction that 
these hydrophobic segments form membrane-spanning alpha-helices (Jackson TR, et.al.; 

20 Nature 1988 Sep 29;335(61 89):437-40). Identified examples include the mammalian opsins, 
alpha 1-, alpha 2-, beta 1- and beta 2-adrenergic receptors, the muscarinic receptor family, the 
5-HTlC-receptor, and the substance-K receptor. In addition, two mammalian genes have been 
identified that code for predicted gene products with sequence similarity to these receptors, but 
whose ligand specificity is unknown namely, G21 and the mas oncogene. The mas oncogene 

25 shows the greatest sequence similarity to the substance-K receptor, and on this basis it was 
predicted that it would encode a peptide receptor with mitogenic activity which would act 
through the inositol lipid signalling pathways. The mas oncogene product was transiently 
expressed in Xenopus oocytes, and stably expressed in a transfected mammalian cell line. The 
results demonstrate that the mas gene product is a functional angiotensin receptor. 

30 The disclosed NOV7 nucleic acid of the invention encoding a MAS proto-oncogene 

Precursor-like protein includes the nucleic acid whose sequence is provided in Table 7A or a 
fragment thereof. The invention also includes a mutant or variant nucleic acid any of whose 
bases may be changed from the corresponding base shown in Table 7 A while still encoding a 
protein that maintains its MAS proto-oncogene Precursor-like activities and physiological 
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functions, or a fragment of such a nucleic acid. The invention further includes nucleic acids 

whose sequences are complementary to those just described, including nucleic acid fragments 

that are complementary to any of the nucleic acids just described. The invention additionally 

includes nucleic acids or nucleic acid fragments, or complements thereto, whose structures 

5 include chemical modifications. Such modifications include, by way of nonlimiting example, 

modified bases, and nucleic acids whose sugar phosphate backbones are modified or 

derivatized. These modifications are carried out at least in part to enhance the chemical 

stability of the modified nucleic acid, such that they may be used, for example, as antisense 

binding nucleic acids in therapeutic applications in a subject In the mutant or variant nucleic 

10 acids, and their complements, up to about 39 percent of the bases may be so changed. 

The disclosed NOV7 protein of the invention includes the MAS proto-oncogene 
Precursor-like protein whose sequence is provided in Table 7B. The invention also includes a 
mutant or variant protein any of whose residues may be changed from the corresponding 
residue shown in Table 7B while still encoding a protein that maintains its MAS proto- 

15 oncogene Precursor-like activities and physiological functions, or a functional fragment 
thereof. In the mutant or variant protein, up to about 65 percent of the residues may be so 
changed. 

The protein similarity information, expression pattern, and map location for the MAS 
proto-oncogene Precursor-like protein and nucleic acid (NOV7) disclosed herein suggest that 

20 NO V7 may have important structural and/or physiological functions characteristic of the MAS 
proto-oncogene Precursor-like family. Therefore, the NOV7 nucleic acids and proteins of the 
invention are useful in potential diagnostic and therapeutic applications. These include 
serving as a specific or selective nucleic acid or protein diagnostic and/or prognostic marker, 
wherein the presence or amount of the nucleic acid or the protein are to be assessed, as well as 

25 potential therapeutic applications such as the following: (i) a protein therapeutic, (ii) a small 
molecule drug target, (iii) an antibody target (therapeutic, diagnostic, drug targeting/cytotoxic 
antibody), (iv) a nucleic acid useful in gene therapy (gene delivery/gene ablation), and (v) a 
composition promoting tissue regeneration in vitro and in vivo. 

The NOV7 nucleic acids and proteins of the invention are useful in potential diagnostic 

30 and therapeutic applications implicated in various diseases and disorders described below 
and/or other pathologies. For example, the compositions of the present invention will have 
efficacy for treatment of patients suffering from hypogonadotropic hypogonadism, Kallman 
syndrome, bacterial/viral infection, immunological and inflammatory diseases and disorders, 
and/or other pathologies/disorders. The NOV7 nucleic acid, or fragments thereof, may further 
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be useful in diagnostic applications, wherein the presence or amount of ffieTuicleic acidoT the 
protein are to be assessed. 

NO V7 nucleic acids and polypeptides are further useful in the generation of antibodies 
that bind immunospecifically to the novel substances of the invention for use in therapeutic or 
diagnostic methods. These antibodies may be generated according to methods known in the 
art, using prediction from hydrophobicity charts, as described in the "Anti-NOVX Antibodies" 
section below. For example the disclosed NOV7 protein have multiple hydrophilic regions, 
each of which can be used as an immunogen. In one embodiment, contemplated NOV7 
epitope is from about amino acids 20 to 80. In other embodiments, contemplated NOV7 
epitopes are from amino acids 105 to 125, from amino acids 140 to 160, from amino acids 175 
to 200, or from amino acids 215 to 275. This novel protein also has value in development of 
powerful assay system for functional analysis of various human disorders, which will help in 
understanding of pathology of the disease and development of new drug targets for various 
disorders. 

15 NOV8 

A disclosed NOV8 nucleic acid of 671 nucleotides (also referred to as AL163195_da2) 
encoding a novel ribonuclease pancreatic precursor-like protein is shown in Table 8A. An 
open reading frame was identified beginning with at nucleotides 3-5 and ending with a TAA 
codon at nucleotides 465-467. 



Table 8A. NOV8 nucleotide sequence (SEQ ID NO:35). 

ATGCGAAC^^ 

TGAGGTGAATGATGAAGCAGTGATGTCAACTTTAGAACACT 

CCCGTTCCTGCAAGGTACTGCAACCACATGATCATAC^ 

AAAAGGAGCATGTCTTCATCC&TG 

TGCTTGCCAAAACCTTTCGGCCATTTTCTGCTTT 

CTCATTGAAGGCACAAGATACCCTGCCTGCA 

CTTGTGATGACTTGAGGCCAGATAGTTTCCTT 

AGATCTCTTCTCTCAATGGCATTGGAGCTGGCTGTGC 

TGCCTTGAACGGAAGGGGAAGCCACTGGTAATTAATTTATCCTTCC 

TATTCTGCTTCAATAAAATAATCTTTACTGAATTAAAAAAA 



The NOV8 nucleic acid sequence is located on chromsome 14. 

The disclosed NOV8 polypeptide (SEQ ID NO:26) encoded by SEQ ID NO:25 has 

154 amino acid residues and is presented in Table 8B using the one-letter amino acid code. 

25 Signal P, Psort and/or Hydropathy results predict that NOV8 has a signal peptide and is likely 

to be localized at the plasma membrane with a certainty of 0.6800. In other embodiments, 

NOV8 may also be localized to the endoplasmic reticulum (membrane) with a certainty of 
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0.6400, the golgi body with a certainly of 0.3700, or the endoplasmic reticulum (lumen) with 
certainty of 0.1000. The most likely cleavage site for NOV8 is between positions 27 and 28, 
VND-EA. 



10 



15 



Table 8B. Encoded NOV8 protein seqnence (SEQ ID NO:36). 



AKSLLPLMIIMVIIFLVLLFWENE^ 

KEHVPIHERPRKINGICrSPKKVATONLSAIPCFQSETKFKMWCBI'rEXSTRYPACRYHySPTEGFVLVT 
CDDLRPDSFLGYVK 



A search of sequence databases reveals that the NOV8 amino acid sequence has 43 of 
141 amino acid residues (30%) identical to, and 75 of 141 amino acid residues (53%) similar 
to, the 156 amino acid residue ptnr:SWISSPROT-ACC:P07998 protein from Homo sapiens 
(Human) (RIBONUCLEASE PANCREATIC PRECURSOR (EC 3.1.27.5) (RNASE 1) 
(RNASE A) (RNASE UPM) (RIB-1)). 

NOV8 is found in at least lung, testis, and B-cell. This information was derived by 
determining the tissue sources of the sequences that were included in the invention including 
but not limited to SeqCalling sources, Public EST sources, Literature sources, and/or RACE 
sources. 

NOV8 also has homology to the amino acid sequence shown in the BLASTP data 
listed in Table 8C. 



Table 8C. BLAST results for NOV8 



Gene Index/ 
Identifier 


Protein/ Organism 


Length 
(aa) 


Identity 


Positives 
{%) 


Expect 


gi | 13399882 | pdb | 1DZA 


Chain A, 3-D 
Structure Of A 
Hp-Rnase 


129 


30 


50 


5e-09 


JA 


gi 1 12853968 | dbi | BAB2 


Putative 
protein/mouse 


208 


34 


54 


6e-09 


9898. 1| (AK015573) 


gi| 133226 |sp|P19644| 


RIBONUCLEASE 
PANCREATIC (RNASE 
1) (RNASE A) 


128 


34 


55 


6e-09 


RNP PREEN 


gi|464659|sp|P80287| 


RIBONUCLEASE 
PANCREATIC (RNASE 
1) (RNASE A) 


119 


27 


49 


le-08 


RNP IGUIG 




gi| 131244911 sp|Q9QYX 


RIBONUCLE 
ASE PANCREATIC 
PRECURSOR (RNASE 
1) (RNASE A) 


149 


28 


50 


3E-09 


3|RNP MUSPA 





20 



The homology of these sequences is shown graphically in the ClustalW analysis shown 
in Table 8D. 
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Table 8D. Information for the ClustalW proteins 



1) NOV8 {SEQ ID NO:36) 

2) gi|l312449l| (SEQ ID NO: 85) 

3) gij 13399882) (SEQ ID NO: 86) 

4) gi j 12853968 1 (SEQ ID NO: 87) 

5) gij 133226 | (SEQ ID NO: 88) 

6) gi|464659| (SEQ ID NO: 89) 
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55 Table 8E lists the domain description from DOMAIN analysis results against NOV8. 

This indicates that the NOV8 sequence has properties similar to those of other proteins known 
to contain this domain. 



Table 8E. Domain Analysis of NOV8 

qnl 1 Smart 1 smart 00092 , RNAseJPc, Pancreatic ribonuclease 
CD-Length = 123 residues, 80.5% aligned Score = 66.6 bits (161), 
Expect = le-12 
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Enzymic properties of members of the ribonuclease A superfamily, like the activity on 
RNA, the preference for either cytosine or racil in the primary binding site Bl, the preference 
for the other side of the cleaved phosphodiester bond, the B2 site, and features of the two 
noncatalytic phosphate-binding sites P0 and P2 are discussed in several articles in this multi- 
5 author review, and are summarized in this closing article(See Beintema JJ, etal.; Cell Mol 
Life Sci 1998 Aug;54(8): 825-32). A special feature of members of the ribonucleases 1 family 
is their destabilizing action on double-stranded nucleic acid structures. A feature of the 
ribonuclease A superfamily is the frequent occurrence of gene duplications, both in ancestral 
vertebrate lineages and in recently evolved taxa. Three different bovine ribonucleases 1 have 

10 been identified in pancreas, semen and brain, respectively, which are the result of two gene 
duplications in an ancestral ruminant. Similar gene duplications have been identified in other 
ribonuclease families in several mammalian and other vertebrate taxa. The ribonuclease 
family, of which the human members have been assigned numbers 2, 3 and 6, underwent a still 
mysterious pattern of gene duplications and functional expression as proteins with 

1 5 ribonuclease activity and other physiological properties. 

Pancreatic ribonuclease (EC 3.1.27.5 ) is one of the digestive enzymes secreted in 
abundance by the pancreas. Elliott et al. (Cytogenet. Cell Genet. 42: 1 10-1 12, 1986) mapped 
the mouse gene to chromosome 14 by Southern blot analysis of genomic DNA from 
recombinant inbred strains of mice, using a probe isolated from a pancreatic cDNA library 

20 with the rat cDNA. A polymorphic BamHI site was used to demonstrate complete 

concordance of the Rib-1 locus with Tcra and Np-2, encoding the alpha subunit of the T-cell 
receptor (186880) and nucleoside phosphoiylase (164050), respectively. The assignment to 
mouse 14 and the close linkage to the other 2 loci was confirmed by study of one of SnelFs 
congenic strains: the 3 loci went together. Elliott et al. (1986) predicted that the homologous 

25 human gene RIB 1 is on chromosome 14. 

Human pancreatic RNase is monomelic and is devoid of any biologic activity other 
than its RNA degrading ability. Piccoli et al. (Proc. Nat. Acad. Sci. 96: 7768-7773,1999) 
engineered the monomeric form into a dimeric protein with cytotoxic action on mouse and 
human tumor cells, but lacking any appreciable toxicity on human and mouse normal cells. 
30 The dimeric variant of human pancreatic RNase selectively sensitized cells derived from a 

human thyroid tumor to apoptotic death. Because of its selectivity for tumor cells, and because 
of its human origin, this protein was thought to represent an attractive tool for anticancer 
therapy. 
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The disclosed NOV8 nucleic acid of die invention encoding a Ribonuclease pancreatic 
precursor-like protein includes the nucleic acid whose sequence is provided in Table 8A, or a 
fragment thereof. The invention also includes a mutant or variant nucleic acid any of whose 
bases may be changed from the corresponding base shown in Table 8 A while still encoding a 
5 protein that maintains its Ribonuclease pancreatic precursor-like activities and physiological 
functions, or a fragment of such a nucleic acid. The invention further includes nucleic acids 
whose sequences are complementary to those just described, including nucleic acid fragments 
that are complementary to any of the nucleic acids just described. The invention additionally 
includes nucleic acids or nucleic acid fragments, or complements thereto, whose structures 
10 include chemical modifications. Such modifications include, by way of nonlimiting example, 
modified bases, and nucleic acids whose sugar phosphate backbones are modified or 
derivatized. These modifications are carried out at least in part to enhance the chemical 
stability of the modified nucleic acid, such that they may be used, for example, as antisense 
binding nucleic acids in therapeutic applications in a subject In the mutant or variant nucleic 
1 5 acids, and their complements, up to about 100% percent of the bases may be so changed. 

The disclosed NOV8 protein of the invention includes the Ribonuclease pancreatic 
precursor-like protein whose sequence is provided in Table 8B. The invention also includes a 
mutant or variant protein any of whose residues may be changed from the corresponding 
residue shown in Table 2 while still encoding a protein that maintains its Ribonuclease 
20 pancreatic precursor-like activities and physiological functions, or a functional fragment 

thereof. In the mutant or variant protein, up to about 70% percent of the residues may be so 
changed. 

The invention further encompasses antibodies and antibody fragments, such as F a b or 
(F ab ) 2( that bind immunospecifically to any of the proteins of the invention. 

25 The above defined information for this invention suggests that this Ribonuclease 

pancreatic precursor-like protein (NOV8) may function as a member of a "Ribonuclease 
pancreatic precursor family". Therefore, the NOV8 nucleic acids and proteins identified here 
may be useful in potential therapeutic applications implicated in (but not limited to) various 
pathologies and disorders as indicated below. The potential therapeutic applications for this 

30 invention include, but are not limited to: protein therapeutic, small molecule drug target, 

antibody target (therapeutic, diagnostic, drug targeting/cytotoxic antibody), diagnostic and/or 
prognostic marker, gene therapy (gene delivery/gene ablation), research tools, tissue 
regeneration in vivo and in vitro of all tissues and cell types composing (but not limited to) 
those defined here. 
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The NOV8 nucleic acids and proteins of the invention are useful in potential 
therapeutic applications implicated in cancer including but not limited to Ihflamation, 
Autoimmune disorders, Aging and Cancer. For example, a cDNA encoding the Ribonuclease 
pancreatic precursor-like protein (NO V8) may be useful in gene therapy, and the Ribonuclease 
5 pancreatic precursor-like protein (NOV8) may be useful when administered to a subject in 
need thereof By way of nonlimiting example, the compositions of the present invention will 
have efficacy for treatment of patients suffering from Diabetes,Von Hippel-Lindau (VHL) 
syndrome , Pancreatitis,Obesity, Hyperthyroidism and Hypothyroidism and Cancers 
including, but no limited to Thyroid and Pancreas, and other such conditions. The NOV8 
10 nucleic acid encoding Ribonuclease pancreatic precursor-like protein, and the ribonuclease 
pancreatic precursor-like protein of the invention, or fragments thereof, may further be useful 
in diagnostic applications, wherein the presence or amount of the nucleic acid or the protein 
are to be assessed. 

NOV8 nucleic acids and polypeptides are further useful in the generation of antibodies 
1 5 that bind immuno-specifically to the novel NO V8 substances for use in therapeutic or 

diagnostic methods. These antibodies may be generated according to methods known in the 
art, using prediction from hydrophobicity charts, as described in the "Anti-NOVX Antibodies" 
section below. The disclosed NOV8 protein has multiple hydrophilic regions, each of which 
can be used as an immunogen. In one embodiment, a contemplated NO V8 epitope is from 
20 about amino acids 5 to 25. In another embodiment, a NOV8 epitope is from about amino 

acids 90 to 100. These novel proteins can be used in assay systems for functional analysis of 
various human disorders, which will help in understanding of pathology of the disease and 
development of new drug targets for various disorders. 



25 NOV9 

A disclosed NOV9 nucleic acid of 1476 nucleotides (also referred to as 
SC87421058_A) encoding a novel Aminotransferase-like protein is shown in Table 9A. An 
open reading frame was identified beginning with an ATG initiation codon at nucleotides 26- 
28 and ending with a TAA codon at nucleotides 1379-138 1 . The start and stop codons are in 
30 bold letters. 

Table 9A. NOV9 nucleotide sequence (SEQ ID NO:37). j 

CAGGTGCAAACCAGCCCCAGGCTCCATGGCTTCAAGAAGGTCGAAGTTCAAGGGAAGCA 
TTGTGGGTCTGGAAATCTGCATTGGTAAATGC 
CATCGGATCCCATCAAAATAGTGAGA^ 
GGACTGCATCAACAATGTTGCCGTGCK5ACACTGT 
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GAACTGCTAAATACAAATTCT 

CTCTGCCGGAGAAACTCTCTGTTTGTTATTO 

CCTGGCTCGGCAGTTCAGAGGCCACCAGGATGT 

TTAATTGAGATTAGCCCATATAAGTTTCAGAAAGGAAAAGATGT^^ 

CAACTCCAGATACTTACAGAGGAAAATATAGAGAAGACCATGCAGAOT 

AGTGAAGAAAATCATTGAAGATGCTCATAACAGTGGAAGGAAGGTTC 

CAGAGTTGTGGCGGACAAATAATTCCTCCAGCAGGCTACTTCC^ 

CAGGGGGTGTGTTTATAGCTGATGAAGTTCAAGTGGGCTTTGO 

CCAGATGTATGGTGAAGACTTTGTTCCAGACAT^ 

GTGGCATGTGTGGTAACAACCAAAGAAATTGCAGAAGCCTTCAGCAGCTCTGQ 

CGTATGGAGGAAATCCAGTATCTTGTGCTGTTGGTTTGGCTCTCCTGGAm 

TCAAGGAAATGCCAAGAGAGTAGGGAATTATCTCACTGAGTTA^ 

TTGATAGGAGATATTAGGGGCATTGGCCOTTTTATTGGAATTC 

CCCCTGATATGTATTTAGCTTTGGGGACAATTTTGGTTCTGGAGAAAGAAAAACG^ 

CGATGGACCTCATAGAAATGTACTOAAAATAAAACCACCTATGTGCT^ 

ATGGTGGACCAACTTGATAGGATTCTAACAGGT^^ 

TCCGAAACCCACCCCTC&AACCCrGGTCT^ 

TGAGGC 



The disclosed NOV9 nucleic acid sequence, localized to chromosome 4, has 342 of 
540 bases (63%) identical to a gb:GElSBANK--ID:AK023470|acc:AK023470.1 mRNA from 
Homo sapiens (Homo sapiens cDNA FLJ13408 fis, clone PLACE1001672, weakly similar to 

5 PROBABLE AMINOTRANSFERASE T01B1 1.2 (EC 2.6.1.-). 

The disclosed NOV9 polypeptide (SEQ ID NO:28) encoded by SEQ ID NO:27 has 
451 amino acid residues and is presented in Table 9B using the one-letter amino acid code. 
Signal P, Psort and/or Hydropathy results predict lhat NOV9 has a signal peptide and is likely 
to be localized in the mitochondrial matrix space with a certainty of 0.5365. In other 

10 embodiments, NOV9 may also be localized to the nucleus with a certainty of 0.3600, the 

microbody with a certainty of 0.2667, or the mitochondrial inner membrane with a certainty of 
0.2612. The most likely cleavage site for NOV9 is between positions 34 and 35, SSC-KV. 



Table 9B. Encoded NOV9 protein sequence (SEQ ID NO:38). 

MASRRSKFKGSTKAPLWVWKSALVNALGFFT 

GHCHPGVVKAALKQMEIiLNTNSRFIjH^ 

QDVITLDAYHGHLSSLIEISPYKFQKGKDVKKE 

HNSGRKVAAFIAESMQSCGGQIIPPAGYFQKVAEYVHGAGGVFIADEVQVGFGRVGKHFWSF 

PD I VTMGKPMGNGHPVACWTTKE I AEAFS S S GMEYFNT YGGNPVS CAVGLAVLDI I ENEDLQGNAKRVG 

NYLTELIjKKQKAKHTLIGDIRGIGLFIGI^^ 

KIKPPMCFTEEDAKFMVDQLDRILTGGSMDL 



15 A search of sequence databases reveals that the NOV9 amino acid sequence has 1 97 of 

340 amino acid residues (57%) identical to, and 256 of 340 amino acid residues (75%) similar 
to, the 474 amino acid residue ptnnSPTREMBL-ACC:Q9VU95 protein from Drosophila 
melanogaster (Fruit fly) (CG8745 PROTEIN). 

NO V9 is expressed in the brain and the hypothalamus. 

20 The disclosed NOV9 polypeptide has homology to the amino acid sequences shown in 

the BLASTP data listed in Table 9C. 
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Table 9C. BLAST results for NOV9 


Gene Index/ 
Identifier 


Protein/ Organism 


Length 
(aa) 


Identity 
(%) 


Positives 
(%) 


Expect 


gi| 13775190 |ref|NP 
112569 .l| 
(NM_031279) 


alanine- 

aminotransferase 
2-like 1 
[Homosapiens] 


493 


95 


95 


0.0 


gi| 12836724 |dbi |BAB 
23784. l| (AK005060) 


Putative 


499 


85 


91 


0.0 


gi| 14734126 IreflXP 
034659. 1| 
<XM_034659) 


alanine- 
glyoxylate 
aminotransferase 
2-like 1 [Homo 
sapiens j 


426 


96 


96 


0.0 


gi| 12850870 |dbi | BAB 
28878.1| (AK013489) 


Putative 
protein/mouse 


473 


65 


80 


e-164 


gi| 16768880 |gb|AAL2 
8659. 1| (AY061111) 


LD09584p 
[Drosophila 
melanogaster] 


494 


58 


74 


e-138 



The homology between these and other sequences is shown graphically in the 
ClustalW analysis shown in Table 9D. In the ClustalW alignment of the N0V9 protein, as 
5 well as all other ClustalW analyses herein, the black outlined amino acid residues indicate 
regions of conserved sequence (i.e., regions that may be required to preserve structural or 
functional properties), whereas non-highlighted amino acid residues are less conserved and 
can potentially be altered to a much broader extent without altering protein structure or 
function. 
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Table 9E lists the domain description from DOMAIN analysis results against NOV9. 
1 0 This indicates that the NO V9 sequence has properties similar to those of other proteins known 
to contain this domain. 



Table 9E. Domain Analysis of NOV9 

gnl | Pf am 1 pf amO 02 02 , aminotranJ3 , Aminotransferase class-Ill 

CD-Length = 406 residues, 96.6% aligned 
Score = 266 bits (681), Expect = le-72 



A disclosed NOV9 nucleic acid encodes for a novel member of the Transferase 
15 superfamily of enzymes. Specifically, the sequence encodes a amino-transferase-like protein. 
Amino-transferase enzymes play crucial roles in liver metabolism. Serum amino-transferase 
concentrations have been used as an accurate diagnostic measure in cases of liver toxicity and 
damage such as in liver cancer, cirrhosis due to alcohol abuse, or troglitazone treatment for 
diabetes. For this reason the enzymes of the amino-transferase superfamily are potentially 
20 useful as diagnostic indicators. The protein described here is known to be expressed in brain 
tissue, which may indicate a role in brain and CNS disorders. The amino-transferase-like 
protein (NOV9; SC87421058_A) described here could be used in diagnostic tools to detect 
liver damage due to cirrhosis, cancer, or chemical toxicity; or to detect or treat certain brain 
and CNS pathologies. 

25 Acute hormonal regulation of liver carbohydrate metabolism mainly involves changes 

in the cytosolic levels of cAMP and Ca2+. Epinephrine, acting through beta 2-adrenergic 
receptors, and glucagon activate adenylate cyclase in the liver plasma membrane through a 
mechanism involving a guanine nucleotide-binding protein that is stimulatory to the enzyme. 
The resulting accumulation of cAMP leads to activation of cAMP-dependent protein kinase, 

30 which, in turn, phosphorylates many intracellular enzymes involved in the regulation of 

glycogen metabolism, gluconeogenesis, and glycolysis. These are (1) phosphorylase b kinase, 
which is activated and, in turn, phosphorylates and activates phosphorylase, the rate-limiting 
enzyme for glycogen breakdown; (2) glycogen synthase, which is inactivated and is rate- 
controlling for glycogen synthesis; (3) pyruvate kinase, which is inactivated and is an 

35 important regulatory enzyme for glycolysis; and (4) the 6-phosphofructo-2-kinase/fructose 
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2,6-bisphosphatase bifiinctional enzyme, phosphorylation of which leads to decreased" 

formation of fructose 2,6-P2, which is an activator of 6-phosphofructo-l -kinase and an 

inhibitor of fructose 1,6-bisphosphatase, both of which are important regulatory enzymes for 

glycolysis and gluconeogenesis. In addition to rapid effects of glucagon and beta-adrenergic 

5 agonists to increase hepatic glucose output by stimulating glycogenosis and gluconeogenesis 

and inhibiting glycogen synthesis and glycolysis, these agents produce longer-term stimulatory 

effects on gluconeogenesis through altered synthesis of certain enzymes of 

gluconeogenesis/glycolysis and amino acid metabolism. For example, P-enolpyruvate 

carboxykinase is induced through an effect at the level of transcription mediated by cAMP- 

10 dependent protein kinase. Tyrosine amino-transferase, serine dehydratase, tryptophan 
oxygenase, and glucokinase are also regulated by cAMP, in part at the level of specific 
messenger RNA synthesis. The sympathetic nervous system and its neurohumoral agonists 
epinephrine and norepinephrine also rapidly alter hepatic glycogen metabolism and 
gluconeogenesis acting through alpha 1 -adrenergic receptors. The primary response to these 

1 5 agonists is the phosphodiesterase-mediated breakdown of the plasma membrane 

polyphosphoinositide phosphatidylinositol 4,5-P2 to inositol 1,4,5-P3 and 1,2-diacylglycerol. 
This involves a guanine nucleotide-binding protein that is different from those involved in the 
regulation of adenylate cyclase. Inositol 1,4,5-P3 acts as an intracellular messenger for Ca2+ 
mobilization by releasing Ca2+ from the endoplasmic reticulum. 

20 The disclosed NOV9 nucleic acid of the invention encoding a Aminotransferase-like 

protein includes the nucleic acid whose sequence is provided in Table 9A, or a fragment 
thereof. The invention also includes a mutant or variant nucleic acid any of whose bases may 
be changed from the corresponding base shown in Table 9A while still encoding a protein that 
maintains its Aminotransferase-like activities and physiological functions, or a fragment of 

25 such a nucleic acid. The invention further includes nucleic acids whose sequences are 
complementary to those just described, including nucleic acid fragments that are 
complementary to any of the nucleic acids just described. The invention additionally includes 
nucleic acids or nucleic acid fragments, or complements thereto, whose structures include 
chemical modifications. Such modifications include, by way of nonlimiting example, 

30 modified bases, and nucleic acids whose sugar phosphate backbones are modified or 

derivatized. These modifications are carried out at least in part to enhance the chemical 
stability of the modified nucleic acid, such that they may be used, for example, as antisense 
binding nucleic acids in therapeutic applications in a subject In the mutant or variant nucleic 
acids, and their complements, up to about 37 percent of the bases may be so changed. 
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The disclosed NOV9 protein of the invention includes the Amihoiffiferase^iFe 
protein whose sequence is provided in Table 9B. The invention also includes a mutant or 
variant protein any of whose residues may be changed from the corresponding residue shown 
in Table 2 while still encoding a protein that maintains its Aminotransferase-like activities and 
5 physiological functions, or a functional fragment thereof In the mutant or variant protein, up 
to about 43 percent of the residues may be so changed. 

The invention further encompasses antibodies and antibody fragments, such as F ab or 
(FabX ^ W nd unmunospecifically to any of the proteins of the invention. 

The above defined information for this invention suggests that this Aminotransferase- 

10 like protein (NOV9) may function as a member of a "Aminotransferase family". Therefore, 
the NO V9 nucleic acids and proteins identified here may be useful in potential therapeutic 
applications implicated in (but not limited to) various pathologies and disorders as indicated 
below. The potential therapeutic applications for this invention include, but are not limited to: 
protein therapeutic, small molecule drug target, antibody target (therapeutic, diagnostic, drug 

1 5 targeting/cytotoxic antibody), diagnostic and/or prognostic marker, gene therapy (gene 

deliveiy/gene ablation), research tools, tissue regeneration in vivo and in vitro of all tissues 
and cell types composing (but not limited to) those defined here. 

The NOV9 nucleic acids and proteins of the invention are useful in potential 
therapeutic applications implicated in liver toxicity and damage such as in cancer, cirrhosis, or 

20 trogiitazone treatment for diabetes; brain and CNS disorders including cancer, Parkinson's, 
Alzheimer's, epilepsy, schizophrenia and other diseases, disorders and conditions of the like. 
For example, a cDNA encoding the Aminotransferase-like protein (NOV9) may be useful in 
gene therapy, and the Aminotransferase-like protein (NOV9) may be useful when 
administered to a subject in need thereof. By way of nonlimiting example, the compositions 

25 of the present invention will have efficacy for treatment of patients suffering from bacterial, 

fungal, protozoal and viral infections (particularly infections caused by HIV-1 or HTV-2), pain, 
cancer (including but not limited to Neoplasm; adenocarcinoma; lymphoma; prostate cancer; 
uterus cancer), anorexia, bulimia, asthma, Parkinson's disease, acute heart failure, hypotension, 
hypertension, urinary retention, osteoporosis, Crohn f s disease; multiple sclerosis; and 

30 Treatment of Albright Hereditary Ostoeodystrophy, angina pectoris, myocardial infarction, - 
ulcers, asthma, allergies, benign prostatic hypertrophy, and psychotic and neurological 
disorders, including anxiety, schizophrenia, manic depression, delirium, dementia, severe 
mental retardation. Dentatorubro-pallidoluysian atrophy(DRPLA) Hypophosphatemic rickets, 
autosomal dominant (2) Acrocallosal syndrome and dyskinesias, such as Huntington's disease 
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or Gilles de la Tourette syndrome, and/or other pathologies or conditions. The NOV9 nucleic 
acid encoding Aminotransferase-like protein, and the Aminotransferase-like protein of the 
invention, or fragments thereof, may further be useful in diagnostic applications, wherein the 
presence or amount of the nucleic acid or the protein are to be assessed. 
5 NOV9 nucleic acids and polypeptides are further use&l in the generation of antibodies 

that bind immuno-specifically to the novel NOV9 substances for use in therapeutic or 
diagnostic methods. These antibodies may be generated according to methods known in the 
art, using prediction from hydrophobicity charts, as described in the "Anti-NOVX Antibodies" 
section below. The disclosed NOV9 protein has multiple hydrophilic regions, each of which 

10 can be used as an immunogen. In one embodiment, a contemplated NOV9 epitope is from 
about amino acids 10 to 40. In another embodiment, a NOV9 epitope is from about amino 
acids 60 to 75. In alterative embosiments, a NOV9 epitope is from about amino acids 210 to 
250, from about amino acids 310 to 340, and from about amino acids 360 to 390. These novel 
proteins can be used in assay systems for functional analysis of various human disorders, 

1 5 which will help in understanding of pathology of the disease and development of new drug 
targets for various disorders. 

NOV10 

NOV10 includes two tolloid-like 2-like proteins disclosed below. The disclosed 
sequences have been named NOV 10a and NOV 10b. 
20 NOVlOa 

A disclosed NOV10A nucleic acid of 3350 nucleotides (also referred to as CG50235- 
01) encoding a novel Tolloid-like 2-like protein is shown in Table 10A. An open reading 
frame was identified beginning with an ATG initiation codon at nucleotides 365-367 and 
ending with a TAG codon at nucleotides 3341-3343. The start and stop codons are in bold 
25 letters. 



Table 10A. NOV10A nucleotide sequence (SEQ ID NO:39). 



CGCCCATTGGCTCCTCAGCCAAGCACGTAC^CCAAATC^ 

GCAACAACA.CATCATCAGTAGGGTAAAACTAACCTGTCTCACGACGGTCT 

TAGCTCCGAGCGGCTGCTTCCCGGTTGCCTCGAA 

CCCAGCAGCCCTGTGTAACCACCGAGTC^ 

TTCGTGC^CGCAACTCCCTCTGCCCC^GCC^ 

CTGCTGCTGCTGCTGCCGCraCCTCGCGGCGCCGG^ 

GGACGGCGAGGAGGGCACGGAGCAGCAGCTGG 

CCTTAGATGAAGATGACTTGAAGCTGTTOCAC^ 

CACAGCACAGGTGGGCTTGAAGAGCAGGCATCTGAGAGX^ 

TGGAAAGGATGGCCGGGAGAATACCACACTCCTGCACAGCCCTGG 

GGGTCCGAAGAGCCACAACCTCAAGGACAGAGAGGATATGGCCTGGA 

ACTGK5GAGCCAGAGGGCCATTTTTAAGCA 
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GGATGAGGAAAGCTTTATTGTATTCAGTTACAGAACCTGTGGCTG 

AGGCC^TATCCATTGGGAAGAACTGTGACAAGTT^ 

GAACACACCCGGCCAGACAGAGACCAACATGTCACCATC^ 

AAAAATGGAAGCTGGGGAAGTGAGCTCTCTGGGAGAGACAT^ 

TCTCAAGAGGAGTTTTCTTAGACACCATCCTT 

CGGCTCAGTCAGGGAGACATAGCTCAA.GCCCGGAAGCTGTACAAATC 

GGGAAACTTTTCTGCACCTGGTTTCCCAAATGGG 

GGGAAAAGATCGTATTAAACTTCACATCCATGGATTTGTTT^ 

GATGGTTACTGGAGAAAAGCCCCCCTTTTGGGGAGGTTTTGT^ 

CCGGCTCTGGGTGGAGTTCCGCAGCAGCAGCAACATCT^ 

GAGACATGAACAAAGATGCCGGTCAGATTCAATCTCCCAACTATC 

AGGATTACGGTTTCAGAGGGGTTTCACGTGGGACTTACCTTC 

TGACTACCTGGAAGTCQ3GGATGGCCCCACX3GAAGAGAGTGCCCT 

ATGTGAAATCGAGCTCCAACAGACTGTGGATGAAGTTTGTGTCCGATGGCTCTA 

TTTTTCAAGGAGGTGGATGAGTGTTCCTGGCCAGATCA.C^ 

qvagtgtgcctgtgaccctggctacx^gctggccgccgataagaagatgtgtgaagtggcctgt 

agctgaatggaaccatcaccagccctgggtggccgaaggagtatcccacaaacaaaaa 

cccactcagtaccggatctcccttc^gtttgaagtgtttgaactggm 

ggtgcgcagcggcctgtcccccgacgccaagctc 

agagcaacaacatgcg05tggagttcaagtccgacaacaccgtctccaagcg 

aaggacgagtgtgccaaggacaacxsgcgggtgtcagcatgagtgcgtcaac^ 

aaacggctactggctccacgagaatgggc&tgactgc 

ccctggcx3agccccaactggcctgacaaataccccagcc 

agagtgaaactcacctttaatgagtttgagatcgagcagcaccaggaatgtgcctatgaccacctgga 

gccggacagcctggcccccattctgggcostttctgcggcagcaagaaacc^^ 

gcgxmggg&ggctgaaggctgaagtgcagaccaaagagctctattc 

gaggcccgctgtgactgggtgatcgtggcagaggao^tacggcgtggagct 

ggaggccgactgcggctacgactacatggaagcctacgacggctacgacagctcagcgccc^ 

gctctgggccattagaagaaatctactctgcaggtgattccctgatgattcga 

aaaggctttcatgcccgatacaccagcaccaagttccaggatggcctgcac^ 



In a search of public sequence databases, the NOV10A nucleic acid sequence, which 
maps to chromosome 10, has 2955 of 2957 bases (99%) identical to a gb:GENBANK- 
ID:AF059516jacc:AF059516.1 mRNA from Homo sapiens (Homo sapiens tolloid-like 2 
5 protein (TLL2) mRNA, complete cds). 

The disclosed NOV10A polypeptide (SEQ ID NO:30) encoded by SEQ ID NO:29 has 
992 amino acid residues and is presented in Table 10B using the one-letter amino acid code. 
Signal P, Psort and/or Hydropathy results predict that NOV10A has a signal peptide and is 
likely to be localized extracellularly with a certainty of 0.7523. In other embodiments, 
10 NOV10A may also be localized to the microbody (peroxisome) with acertainty of 0.2280, the 
lysosome (lumen) with a certainty of 0.1900, or in the endoplasmic reticulum (membrane) 
with a certainty of 0.1000. 



Table 10B. Encoded NOV10A protein sequence (SEQ ID NO:40). 

MPRATALGALVSLLLLLPLPRGAGGLGERPDATADYSEL 

DLKLFHI DKAMWTKQ WGATGHSTGGLEEQASES SPDTTAMDTGTKEAGKDGREOTTLLHSPGTLHAA^ 
KTFSPRVRRATTSRTERIWPGGVIPWIGGNFTGSQRAIFKQAMR 

TCGCCSYVGRRGGGPQAISIGKNCDKFGIVAHELGHWGFWHEHTRPDRDQKVTIIRENIQPGQEYNFLK 

MKAGEVSSLGETYDFDSIMHYAROTFSRGVFLDTI 

CGETLQDTTGNFSAPGFPNGYPSYSHCVWRISVTPGEKIV^ 

LLGRFCGDKI PEPLVSTDSRLWVEFRS SSNI LGKGFFAAYEATCGGDMNKDAGQI QS PNYPDDYRPSKEC 

VWRITVSEGFHVGLTFQAFEIERHDSCAYDYLEVIUDGPTEESALIGHFCGYEKPEDfVKSSSNR^ 

DGSINKAGFAAOTFKEVDEC^WPDHGGCEHRCWrLGSYKCACDPGYEIiAADKKM 
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ITSPGWPKEYPTNKNCWQVVAPTQYRISL 

EVITSQSNNMRVEFKSDNWSKRGFRAHFFSDKDECAKDNGGCQHECVOT 
CKEAGCAHKISSVEGTLASPNV^DKYPSRRECTWNISSTAGHRVK^ 
DSLAP ILGRFCXSSKKPDPTVASGSKCGGRIiKAEVQTKEL 
TFRTFEVEEEADCGYDYMEAYDGYDSSAPR^ 

STKFQDGLHMKK . 



A search of sequence databases reveals that the NO VI OA amino acid sequence has 868 
of 879 amino acid residues (98%) identical to, and 868 of 879 amino acid residues (98%) 
similar to, the 1015 amino acid residue ptnr:SPTREMBL-ACC:Q9Y6L7 protein from Homo 
5 sapiens (Human) (TOLLOID-UKE 2 PROTEIN). 

NOV10A is expressed in at least the colon, lung, parotid salivary glands and whole 
organism. 

NOVlOb 

A disclosed NOV10B nucleic acid of 3146 nucleotides (also referred to as CG50235- 
1 0 03) encoding a novel Tolloid-like 2-like protein is shown in Table 10A. An open reading 
frame was identified beginning with an ATG initiation codon at nucleotides 227-229 and 
ending with a TAG codon at nucleotides 3 137-3139. The start and stop codons are in bold 
letters. 



Table 10C, NOV10B nucleotide sequence (SEQ ID NO:41). 

GCAGCCTCGGCXTGCCGGGCA&GTAGCT 

ACAGGGGGCGCCGCGCTCCGCTTGCTCCGCGCCTGAG^ 

CCACCGAGTCCCGGCCXy^GCCGACCGACCC&GTGT 

CTTTC&TGCACGCAACTCCCrCTG^ 

TGCACTTGGGGCCCTGGTGTCACTGCT3OT 

ACTCGGGGAGCGCCCGGACGCCACCG 

GGAGCAGCAGKITGGAGCATTACCACGACCCTTGCAAAGC 

TGCCTTAGATGAAGATGACTTGAAGCTGTTTCACAT^ 

GCAGAGAGTGGGGGCAAC^GGACACAGCACAGGTGGGCTTG 

(^GCCCAGACACCACAGCCATGGACACTGGCAC 

GGC CATTTTTAAGCAGGCCATGAGACACTGG(^ 

AAGGACGGATGAGGAAAGCTTTATTGTATTCAGTTACAGAACCTGTGGCTGTTGCTCCTA 

TGTTGGGCGCCGAGGAGGAGGCCCACAGGC(^TATCCATTGGGAAGAACTGTGACAAGTT 

TGGCATTGTGGCTC^CGAGCTGGGCCATGTGGTTGGGTTTTGGCATGAACACACCCGG 

AGACAGAGACCAACATGTCACCATCATCAGGGAAAACATCCAGCCAGG 

TTTCTTAAAAATGGAAGCTGGGGAAGTGAGCTCTCTGGGAGAGACATACGACT 

CATCATGCACTACGCCCGGAACACCTTCTCAAGAGGAGTTTTW 

CCGTCAAGATGACAATGGCGTCAGGCCAACCATTGGCC^GCGCGTGCGGCT 

AGAC^TAGCTCAAGCCCGGAAGCTGTACAAATGCCCAGGTCCTACTTC 

CCAGAAAACATCAATCTGCTTGCTACACTTCTCACCAACCTGra 

GCAAAGGGCGTGTGGGGAGACCCTGCAGGACAC^CGGGAAACTTTTCT 

CCCAAATGGGTACCCATCTTACTCCC^C^ 

AAAGATCGTATTAAACTTCACATCCATGGATTTGTO 

TTACGTGGAGGTCCGGGATGGTTACTGGAGAAAAGCCCCCCTTTTGGGCAGGTTTTGT^ 

CGATAAGATCCraGAGCCCCTCGTCTCCACGGACAGCCGGCTCTGGGTGGAGTTCCGCAG 

CAGC^GCAACATCTTGGGCAAGGGCTTCTTTGCAGC 

CATGAACAAAGATGCCGGTCAGATTCAATCTCCCAACTATCCGGATGAC^ 

CAAGGAATGTGTCTGGAGGATTACGGTTTCAGAGGGGTTTCACX3 

AGCTTTTGAGATTGAAAGGCACGACAGCTGTGCATATGACTACC^ 

CCCCACGGAAGAGAGTGCCCTGATCGGCCACTTTrGTGGCTATGAGA^ 

GAAATCGAGCTCCAACAGACTGTGGATGAAGTTTGTGTCCGATGGCTCTATCAATAAAGC 

GGGCTTTGCAGCCAATTTTTTCAAGGAGGTGGATGAGTGTTC 
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CGAGCTGGCOSCCGATAAGAAGATGTGTGAAGTGGCCT^ 

GAATGGAACCATCACCAGCCCTGGGTGGCCGAAGGAGTATCCC^ 

CTGGCAGGTGGTGGCCCCCACTCAGTACCGGATCTCCCOTCAGTTTGM 

GGAAGGCAATGACXSTCTGTAAGTACGACTTTGTAC^ CGA 

CGCCAAGCTGCACGGCAGGTTCTGCGGCTCT^ 

CAACAACATGCGCGTGGAGTTCAAGTCCGACAACACCGTCT 

CCACTTCTTCTCAGATAAGGACGAGTGTGCCAAGGAC^^ 

CGTCAAC&CCTTCGGGAGCTACCTGTGCAGGTC 

TGGGCATGACTGCAAAGAGGCTGGCTGTGCACACAAGATCAGCAGTC 

GGCGAGCCCCAACTGGCCTGACAAATACCCCAGCCGGAGGGA 

TTCGACKX^GGCCACAGAGTGAAACT&CC 

GGAATGTGCCTATGACCACCTGGAAATGTATGACGOT 

GGGCCGTTTCTGCGGTAGCAAGAAACCAGACCCCAC^ 

GGGCAGGCTGAAGGCTGAAGTGCAGACCAAAGAGCTCrrATTCCCACGCCCAGT 

CAACAACTACCCGAGCGAGGCCCGCTGTGACTGGGTGATCGTGGCAGAGGACGGCTACGG 

CGTGGAGCTGACATTCCGGACCTTTGAGGTTGAGGAGGAGGCCGACTGCGGCTACGACTA 

CATGGAAGCCTACGACGGCTACGACAGCTCAG^ 

TGGGCCATTAGAAGAAATCTACTCTGCAGGTGATT^ 

TGACACCATCAACAAGAAAGGCTTTCATGCC^ 

CCTGCACATGAAGAAATAGTGCTGAT 



In a search of public sequence databases, the NOV10B nucleic acid sequence, which 
maps to chromosome 10, has 1882 of 1884 bases (99%) identical to a gb:GENBANK- 
DD:AK026106|acc:AK026106.1 mRNA from Homo sapiens (Homo sapiens cDNA: FLJ22453 
5 fis, clone HRC09679, highly similar to AF0595 1 6 Homo sapiens tolloid-like 2 protein (TLL2) 
mRNA). 

The disclosed NOV10B polypeptide (SEQ ID NO:30) encoded by SEQ ID NO:29 has 
970 amino acid residues and is presented in Table 10B using the one-letter amino acid code. 
Signal P, Psort and/or Hydropathy results predict that NOV10B has a signal peptide and is 
1 0 likely to be localized extracellularly with a certainty of 0.7523 . In other embodiments, 

NOV10B may also be localized to the microbody (peroxisome) with acertainty of 0.2291, the 
lysosome (lumen) with a certainty of 0.1900, or in the endoplasmic reticulum (membrane) 
with a certainty of 0.1000. The most likely cleavage site of the disclosed NOVlOb polypeptide 
is between positions 25 and 26 (AAG-LG). 
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Table 10D. Encoded NOV10B protein sequence (SEQ ID NO:42). 

MPRATALGA^ 

FWGDIALDEDDLKLFHIDKARDWTKQTVGATGHSTGGLEEQASESSPDTTAMDTGTKEAG 

KGSQRAI FKQAMRHWEKHTCVTF IERTDEES FIVFS YRTCX3CCS YVGRRGGGPQAIS I GK 

NCDKFGIVAHELGHWGFWHEHTRPDRDQHVTIIRENIQPGQEYNFLKMEAGEVSSLGET 

YDFDSIMHYARNTFSRGVFLDTILPRQDDNGVRPTIGQRVRLSQGDIAQARKLYKCPGPT 

CAFVSQKTS I CLLHFSPTCSEGFGWQRACGETLQDTTGNFSAPGFPNGYPS YSHCVWRI S 

VTPGEKIVLNFTSMDLFKSRLCWYDYVEVRDGYWRKAPLLGRFCGDKIPEPLVSTDSRLW 

VEFRSSSNILGKGFFAAYEATCGGDMNKDAGQIQSPNYPDDYRPSKECVWRITVSEGFHV 

GLTFQAFEIERHDSCAYDYLEVRDGPTEESALIGHFCGYEKPEDVKSSSNRLWMKFVSDG 

SINKAGFAANFFKEVDECSWPDHGGCEHRCOTTLGSYKCACDPGYEIiAADKKMCEVACOT 

FITKLNGTITSPGWPKEYPTNKN(^QWAPTQYRISLQFEVFELEGNDVCKYDFVEVRS 

GLSPDAKLHGRFCGSETPEVITSQSNNMRVEFKSDNTVSKRGFRAHFFSDKDECAKDNGG 

CQHECVNTFGSYLCRCRNGYWLHENGHDCKEAGCAH^ 

TWNISSTAGHRVKljTFNEFEIEQHQECAYDHLEMYDGPDSI^ 
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GSKCGGRLKAEVQTKELYSHAQFGDNNYPSEARCDWIVAEDOT ' " W ~* 1 

CXaYDYMEAYDGYDSSAPMjGRFCGSGPIiEEIYSAGDSLMIRFRTDDTINKK^ 

KFQDALHMKK 



A search of sequence databases reveals that the NOV10B amino acid sequence has 519 
of 530 amino acid residues (97%) identical to, and 519 of 530 amino acid residues (97%) 
similar to, the 1015 amino acid residue ptnr:SPTREMBL-ACC:Q9Y6L7 protein from Homo 
5 sapiens (Human) (TOLLOID-LIKE 2 PROTEIN). 

NOV10B is expressed in at least the Parotid Salivary glands, Colon, Spinal Chord, and 

Lung. 

The disclosed NO VI OA polypeptide has homology to the amino acid sequences shown 
in the BLASTP data listed in Table 10E. 

10 



Table 10E. BLAST results for NOV10A 


Gene Index/ 
Identifier 


Protein/ Organism 


Length 
(aa) 


Identity 
(%) 


Po 
sitives 
(%) 


Expect 


qi | 6678363 lref|NP 0 
33416. 1| 
(MMJ> 09390) 


tolloid-like £Mus 
musculus] 


1013 v 


70 i 


81 


0.0 


gi| 6755807 |ref|NP 0 
36034. 1| 
(NM_011904) 


tolloid-like 2 
[Mus musculus] 

Length 

= 1012 


1012 


87 


90 


0.0 


gi | 6912724 |ref|NP 0 
36597. 1| 
(NM 012465) 


tolloid-like 2,- 
KIAA0932 protein 
[Homo sapiens] 


1015 


97 


97 


0.0 


qi I 5902808 |ref|NP 0 
06119. 1| 
(NM_006128) 


bone 

morphogenet ic 
protein 1, 
isoform 2, 
precursor; PCP 
[Homo sapiens] 


823 


72 


81 


0.0 

• 


gi| 2695979 |emb|CAA7 
0854. 1| (Y09661) 


xolloid [Xenopus 
laevis] 


1019 


75 


85 


0.0 



The homology between these and other sequences is shown graphically in the 
ClustalW analysis shown in Table 10F. In the ClustalW alignment of the NOV10A protein, as 
well as all other ClustalW analyses herein, the black outlined amino acid residues indicate 
1 5 regions of conserved sequence (i. e. , regions that may be required to preserve structural or 
functional properties), whereas non-highlighted amino acid residues are less conserved and 
can potentially be altered to a much broader extent without altering protein structure or 
function. 
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Table 10F. ClustalW Analysis of NOV10A 



1) Novel NOV10A (SEQ ID NO: 42) 



2) gi 

3) gi 

4) gi 

5) gi 

6) gi 



6676363 
6755807 
6912724 
5902*08 
2695979 



(SEQ ID NO: 
(SEQ ID NO: 
(SEQ ID NO: 
(SEQ ID NO: 
(SEQ ID NO: 



95) 
96) 
97) 
98) 
99) 



NOV10A 


--MPR 


NOV10B 


--MPR 


gi 


6678363 




gi 


6755807 


--MPL 


gi 


6912724 


--MPR 


gi 


5902808 




gi 


2695979 


MSCGS 



NOV10A - 


NOV10B 


gi 


6678363 


gi 


6755807 


gi 


6912724 


gi 


5902808 


gi 


2695979 



NOV10A 
NOV10B 



gi 


6678363 


gi 


6755807 


gi 


6912724 


gi 


5902808 


gi 


2695979 


NO VI OA 


NOV10B 


gi 


6678363 


gi 


6755807 


gi 


6912724 


gi 


5902808 


gi 


2695979 




tGLEQNNTMKGKAPPK LSEjQgEK 

rKDATTFLPNPGTSN TTAraFS 

{RENTTLLHSPGTLH- - -AAAg^FS 

WRG— R 

I SRIiKLL I AEKAATETNS TFQ vSJSN 



_L 



160 



170 



I. 



180 



190 



200 



*" TSRTERI W PGG VIPYVIGGNFT G S QRA I F KQAM RHWE KKTC VT 

GSQRAIFSQAMgH^KHTCVT 
RVgRAgTSRTERIWPGGVIPYVIGGNFTGSQRA^FKQAMRHWEKHTCVT 
RVRRAjj|TSRTERIWPGGVIPYVIGGNFTGjjQRAIFKQAMRHWEKHTCVT| 
RVRRAyTSRTERI WPGGVI PYVIGGNFTGSQRAI FKQAMRHKEKHTCVT 
R^RRAjy P S R^S R jjjw PiJg V Ipj^/IGGNFTGS QRA jy F^QAM RH WE KHTC VT 
RVRRAgTSRTER I WPGGBl PYglgGNFTGgQRA I FKQAMRKWgjKHTCVT 



210 



220 



230 



240 



NOV10A 
NOV10B 



gi 


6678363 


gi 


6755807 


gi 


6912724 


gi 


5902808 


gi 


2695979 


NO VI OA 


NOV10B 


gi 


6678363 


gi 


6755807 


gi 


6912724 


gi 


5902808 


gi 


2695979 



250 




260 



270 



280 



290 



J - 



300 
-.1 



ghwgfwhehtrpdrdshvtiireniqpgqeynflki4e0gevsslgetyd 
shwgfwhehtrpdrdshvtiireniqpgqeynflkmeggevsslgetyd 
ghvSgfwhehtrpdrdShvtiireniqpgqeynflkt^eBgevSslgeSyd! 
gkwgfwhehtrpdrdkhvtiireniqpgqeynflkmeBgevsslgetyd; 
ghwgfwhehtrpdrdBhvtiireniqpgqeynflki^eHgevsslgetyd 1 

GHWGFWHEHTRPDRDSavglBjRENIQPGQEYNFLKt^ESgEVlgSLGErYD, 
GHVVGFWHEHTRPDRDjgHV§I I RENIQPGQE YNFLKMeSgEVSSLGETYD 



NO VI OA 


NOV10B 


gi 


6678363 


gi 


6755807 


gi 


6912724 


gi 


5902808 


gi 


2695979 



310 



320 



330 



340 



350 
..I 



FDS I MHYARNTFSRGV FLDT I LPRWDDNGVRPT I GQRjjjRLSQGDI AQARK 
FDS I MHYARNTFSRGVFLDTI LPrSdDNGVRPTIGQRQRLSQGDI Ai^ARK 
FDS I MHYARNTFSRG'JpLDTI LP^jDDNGJJr pjj 1 GQRRRLSjjGfa ^'AQARK 

fdsimhyarntfsrgvfldtilprSddngvrptigqrSrleqgdiXqark 
fdsimhyari^tfsrgvfldtilprSddngvrptigqrRrlsqgdiaqark 
fdsimhyarntfsrgQfldtiEp^SngvSpBigqrSrlsSgdiaqark 
fdsimhyarntfsrgvfldtilpr^d^vrptigqrOrlsqgd I AQaE k 



NOV10A 
NOV10B 



3i 


6678363 


9i 


6755807 


9i 


6912724 


gi 


5902808 


9i 


2695979 


NOV10A 


NOV10B 


9± 


6678363 


9i 


6755807 


9i 


6912724 


9i 


5902808 


9i 


2695979 



360 



370 
..|.. 



380 



390 



400 



jGPTCAFVSQKTS I CLLHFS PTCSEGFGWQ] 




I- 



410 



420 



430 



440 



450 



pgfpkgypsyghcvkrisvtpgeklslnftskdlfksrlcwydyvevrdg 
pgfpkgypsySkcvwrisvtpgekiB^nftsvdlfksrlcwydyvevrcg 

?GFFNGYP3YyHC5wR25VT?GSKlSLNF , r3>'DL2KS|l.CWYDY3sVRDG 

pgfpngypsyBhcvwrisvtpgekimlnftskdlfksrlcwydyveBrdg 
?gfpngyp^Jhcv;-:risvtpgekiRlnftsmdlfksrlcv:ydyvsvrdg 



pj^PNGYj^SHCVHRI S VTPGSKI jLNFTSffDL?S3aRLCWYDYVSVRDG 

p ^ p S2ypsy3hcS3:-?risvtpgekiS|inft5>;dlfksrlcwydy9eRrdg 



NOV10A 


NOV10B 


gi 


6678363 


gi 


6755807 


gi 


6912724 


gi 


5902808 


gi 


2695979 



460 



470 



480 



490 



500 




NOV10A 
NOV10B 



gi 
gi 
gi 
gi 
gi 



6678363| 
6755807 j 
6912724 j 
5902808 
2695979 



510 



520 



L 



530 
..|-. 



540 



550 



GGDjgKDgGQIQSPKYPDDYRPSKECVWRITVSEGFHVGLTFQAFEIERH 
Gd5WkB§GQ I Q S PNY PDDYRP SXECVWRIT V5 EGFHVGLTFQAFE I ERH 
: G{^xjJg3Q I QSPNY PDDYRP jKSCVWg I JvSEGSkVGLTFQAFE I ERH 



3gdgykd|gq i qspwypddyrp3 kecvkri t v^gfhvgi/r fc^fe i erh 
sgd-SkdSgqiqspnypddyrpskecvwritvsegfhvgltfqafeierh 

jGDbSkCHSS 1 OS PIC YPDDYRPSK^cSwR I E VSEGFH VGLTFQ^FE I ERH 
jGDffSKDBGQIQSPMYPDDYRF^KECQMSlTVSEGFjJvGL^FQAFEIERH 



600 



NOV10A 
NOV10B 



gi 


6678363 


gi 


6755807 


gi 


6912724 


gi 


5902808 


gi 


2695979 


NO VI OA 


NOV10B 


gi 


6678363 


gi 


6755807 


gi 


6912724 


gi 


5902808 


gi 


2695979 




650 



660 



670 



680 



690 



700 



NOV10A 


NOV10B 


gi 


6678363 


gi 


6755807 


gi 


6912724 


gi 


5902808 


gi 


2695979 



jCEffi&CGGF I TKLNGTITS PGWPKEYPTNKNCVWQVVAP jjQYRI SLQFE 
iCE^CGGFITKLKGTITSPGWPKEYPTKKiN T CVWQVVAPjj2YRlSLQFE 

ceSacggSItkijIcgt itSpgwpkeypB^kmcvwqvBapB3yri sBEfe 

CeBaCGGF I TKLKGT ITS PGWPKE YPTNKNCV WQVVApSqYRI S LQFE 
CEEACGGF I TKLWGT ITS PGWPKE Y PTNKNC VWQVVAPgQ YRI SLQFE 
CeSaCGGFIJtKLMG^ITS PGKFKEYP3kKKC0VJC2vA?«3YRI SIiQE^I 
CF§ACGGF I tSlKGTITS PGWPKEYPTNKNCVWQVVAPggYRT SLOFE : 



NOV10A 
NOV10B 



9i 

gi 
gi 



6678363 
6755807 
6912724 
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10 



15 



20 



25 



30 



35 



40 



gi 


5902808 


gi 


2695979] 


NOV10A 


NOV10B 


gi 


6678363 


gi 


6755807 


gi 


6912724 


gi 


5902808 


gi 


2695979 



NOV10A 
NOV10B 

gi 
gi 
gi 
gi 
gi 



6678363) 
6755807 
6912724| 
5902808| 
2695979) 



NO VI OA 
NOV10B 

gi 
gi 
gi 
gi 
gi 



6678363] 
6755807] 
6912724 | 
5902808 | 
2695979 



NOV10A 


NOV10B 


gi 


6678363 


gi 


6755807 


gi 


6912724 


gi 


5902808 


gi 


2695979 



• I. 



760 



•1. 



770 



780 
..I.. 



.1. 



790 



.1 . 



800 
. . I 



KSDHTVSK^GF^AHFFSDKDEC^KDNGGCQHECVI'JTFGSYLCi^CRi^Gr^L 
KSDNTVSKgGrgAHFFSDKDEcS^ 



KSDNTVSKgGFgA>:F?S^^nZ^S2 G Si H p^S5SS IjC ^ 

KSDNTVSKgGFaAjSFFSDKDECgKDHGGCQHBCVNTFGSYBc^CiaWGi 




EMF I RF I SDASVQRKGFQATHSTj 
SLFLRFYSDASVQRKGFQAVHS' 
SMFLRFYSDASVQRKGFQAVHS' 

NMFLRFYSDASVQRKGPQAKYS: 



45 



50 



NO VI OA 

NOV10B 

gi 16678363 

gi I 6755807 

gi (6912724 

gi j 5902808 

gi|2695979 



960 



970 



I 



980 



990 



1 



1000 



s^Ogl-JVIVAEDGYGVELgFgTFEVEEEADCGYDYMEgyDGyDSgAPRL 

: ^^0jswvivaedgygvelBf5tfeveeeadcgydymeBydgyd5|aprl 

^gCgVJVIVAEDGYGVELnFSTFEVEEEADCGYDSMEgYDGYDsSAPRL 
SSc^WVIVAEDGYGVELiiFSTFEVEEEADCGYDYMEaYDGYDsSAPRL 1 



-DPK 



-AT* 



/IVAEDGYGV 



-55 



60 



NOV10A 


NOV10B 


9i 


6678363 


gi 


6755807 


gi 


6912724 


gi 


5902808 


gi 


2695979 



1010 



1020 
. I J I . 



1030 
..I... 



1040 1050 

. . I — I • • • • L 



GRF CGSGP JJE E I Y S AGDSgM I RFwTDDT I NKKGFHg RYTS T KFQDg LHMi ! 
GRFCGSGPWEEI YSAGD^MI RFWTDDT INKKGFH0RYTSTKFQdBlhMI5 



grfcgsgpBee i ysagdsBmirfBtddt inkkgfhBrytstkfqd" lhm! 



65 



70 



NOV10A 
NOV10B 



gi 
gi 
gi 
gi 
gi 



6678363 
6755807 
6912724 
5902808 
2695979 



1- 

N- 
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Tables 10G-10I lists the domain description from DOMAIN analysis results against 
NOV10A. This indicates that the NOV10A sequence has properties similar to those of other 
proteins known to contain this domain. 



Table 10G Domain Analysis of NOV10A 

qnllPfamlpfam01400 , Astacin, Astacin (Peptidase family M12A) 

CD-Length = 189 residues, 100.0% aligned 
Score = 280 bits (715), Expect = 4e-76 



Table 10H Domain Analysis of NOV10A 

gnllPfarolpfam0O431 , CUB, CUB domain 

CD-Length = 110 residues, 100.0% aligned 
Score = 159 bits (403), Expect = 5e-40 



Table 101 Domain Analysis of NOV10A 
onllSmartlsmart00235, ZnMc, Zinc-dependent metalloprotease; Neutral zinc 
metallopeptidases 

CD-Length = 143 residues, 99.3% aligned 

Score = 130 bits (328), Expect = 3e-31 

10 ~ ~ 

Vertebrate bone morphogenetic protein 1 (BMP-1) and Drosophila Tolloid (TLD) are 
prototypes of a family of metalloproteases with important roles in various developmental 
events. BMP-1 affects morphogenesis, at least partly, via biosynthetic processing of fibrillar 
collagens, while TLD affects dorsal-ventral patterning by releasing TGFbeta-like ligands from 
1 5 latent complexes with the secreted protein Short Gastrulation (SOG). In a screen for 

additional mammalian members of this family of developmental proteases, Scott et al. (Dev 
Biol 1999;213:283-300) identified novel family member mammalian Tolloid-like 2 (mTLL-2) 
and compare en2ymatic activities and expression domains of all four known mammalian 
BMP-l/TLD-like proteases [BMP-1, mammalian Tolloid (mTLD), mammalian Tolloid-like 1 
20 (mTLL-1), and mTLL-2]. 

Despite high sequence similarities, distinct differences are shown in ability to process 
fibrillar collagen precursors and to cleave Chordin, the vertebrate orthologue of SOG. As 
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previously demonstrated for BMP-1 and mTLD, mTLL-1 is shown to specifically process 
procollagen C-propeptides at the physiologically relevant site, while mTLL-2 is shown to lack 
this activity. BMP-1 and mTLL-1 are shown to cleave Chordin, at sites similar to procollagen 
C-propeptide cleavage sites, and to counteract dorsalizing effects of Chordin upon 
5 overexpression in Xenopus embryos. Proteases mTLD and mTLL-2 do not cleave Chordin. 
Differences in enzymatic activities and expression domains of the four proteases suggest 
BMP-1 as the major Chordin antagonist in early mammalian embryogenesis and in pre- and 
postnatal skeletogenesis. 

Lysyl oxidase catalyzes the final enzymatic step required for collagen and elastin 

10 cross-linking in extracellular matrix biosynthesis. Pro-lysyl oxidase is processed by 

procollagen C-proteinase activity, which also removes the C-propeptides of procollagens I-m. 
The Bmpl gene encodes two procollagen C-proteinases: bone morphogenetic protein 1 (BMP- 
1) and mammalian Tolloid (mTLD). Mammalian Tolloid-like (mTLL)-l and -2 are two 
genetically distinct BMP-l-related proteinases, and mTLL-1 has been shown to have 

1 5 procollagen C-proteinase activity. Uzel et al. (2001) directly compared pro-lysyl oxidase 
processing by these four related proteinases. In vitro assays with purified recombinant 
enzymes show that all four proteinases productively cleave pro-lysyl oxidase at the correct 
physiological site but that BMP-1 is 3-, 15-, and 20-fold more efficient than mTLL-1, mTLL- 
2, and mTLD, respectively. To more directly assess the roles of BMP-1 and mTLL-1 in lysyl 

20 oxidase activation by connective tissue cells, fibroblasts cultured from Bmpl-null, Tlll-null, 
and Bmpl/TUl double null mouse embryos, thus lacking BMP-1 /mTLD, mTLL-1, or all three 
enzymes, respectively, were assayed for lysyl oxidase enzyme activity and for accumulation of 
pro-lysyl oxidase and mature approximately 30-kDa lysyl oxidase. Wild type cells or cells 
singly null for Bmpl or Till all produced both pro-lysyl oxidase and processed lysyl oxidase 

25 at similar levels, indicating apparently normal levels of processing, consistent with enzyme 
activity data. In contrast, double null Bmpl/Tlll cells produced predominantly unprocessed 
50-kDa pro-lysyl oxidase and had lysyl oxidase enzyme activity diminished by 70% compared 
with wild type, Bmpl-null, and Tlll-null cells. Thus, the combination of BMP-1 /mTLD and 
mTLL-1 is shown to be responsible for the majority of processing leading to activation of 

30 lysyl oxidase by murine embryonic fibroblasts, whereas in vitro studies identify pro-lysyl 
oxidase as the first known substrate for mTLL-2. (See Uzel et al. J Biol Chem 2001 Jun 
22;276(25):22537-22543). 

The disclosed NOV10A nucleic acid of the invention encoding a Tolloid-like 2-like 
protein includes the nucleic acid whose sequence is provided in Table 10 A or a fragment 
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thereof. The invention also includes a mutant or variant nucleic acid any of whose bases may 
be changed from the corresponding base shown in Table 10A while still encoding a protein 
that maintains its Tolloid-like 2-like activities and physiological functions, or a fragment of 
such a nucleic acid. The invention further includes nucleic acids whose sequences are 
5 complementary to those just described, including nucleic acid fragments that are 

complementary to any of the nucleic acids just described. The invention additionally includes 
nucleic acids or nucleic acid fragments, or complements Ihereto, whose structures include 
chemical modifications. Such modifications include, by way of nonlimiting example, 
modified bases, and nucleic acids whose sugar phosphate backbones are modified or 
10 derivatized. These modifications are carried out at least in part to enhance the chemical 

stability of the modified nucleic acid, such that they may be used, for example, as antisense 
binding nucleic acids in therapeutic applications in a subject. In the mutant or variant nucleic 
acids, and their complements, up to about 1 percent of the bases may be so changed. 

The disclosed NOV10A protein of the invention includes the Tolloid-like 2-like 
15 protein whose sequence is provided in Table 10B. The invention also includes a mutant or 
variant protein any of whose residues may be changed from the corresponding residue shown 
in Table 10B while still encoding a protein that maintains its Tolloid-like 2-like activities and 
physiological functions, or a functional fragment thereof. In the mutant or variant protein, up 
to about 3 percent of the residues may be so changed. 
20 The invention further encompasses antibodies and antibody fragments, such as Fab or 

(Fab^that bind immunospecificaUy to any of the proteins of the invention. 

The above defined information for this invention suggests that this Tolloid-like 2-like 
protein (NOV10A) may function as a member of a "Tolloid-like 2-family". Therefore, the 
NOV10A nucleic acids and proteins identified here may be useful in potential therapeutic 
25 applications implicated in (but not limited to) various pathologies and disorders as indicated 
below. The potential therapeutic applications for this invention include, but are not limited to: 
protein therapeutic, small molecule drug target, antibody target (therapeutic, diagnostic, drug 
targeting/cytotoxic antibody), diagnostic and/or prognostic marker, gene therapy (gene 
delivery/gene ablation), research tools, tissue regeneration in vivo and in vitro of all tissues 
30 and cell types composing (but not limited to) those defined here. 

The NOV10A nucleic acids and proteins of the invention are useful in potential 
therapeutic applications implicated in cancer including but not limited to various pathologies 
and disorders as indicated below. For example, a cDNA encoding the Tolloid-like 2-like 
protein (NOV10A) may be useful in gene therapy, and the Tolloid-like 2-like protein 
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(NOVlOA) may be useful when administered to a subject in need thereof. By way of 

nonlimiting example, the compositions of the present invention will have efficacy for 

treatment of patients suffering from : xerostomia, multiple sclerosis, leukodystrophies, pain, 

neuroprotection, systemic lupus erythematosus, autoimmune disease, asthma, emphysema, 

5 scleroderma, allergy, ARDS, cancer, trauma, regeneration (in vitro and in vivo), 

viral/bacterial/parasitic infections, as well as other diseases, disorders and conditions. 

. The NOVlOA nucleic acid encoding the Tolloid-like 2-like protein of the invention, 
or fragments thereof, may further be useful in diagnostic applications, wherein the presence or 
amount of the nucleic acid or the protein are to be assessed. 

1 0 NOV1 OA nucleic acids and polypeptides are further useful in the generation of 

antibodies that bind immuno-specifically to the novel NOVlOA substances for use in 
therapeutic or diagnostic methods. These antibodies may be generated according to methods 
known in the art, using prediction from hydrophobicity charts, as described in the "Anti- 
NOVX Antibodies" section below. The disclosed NOVlOA protein has multiple hydrophilic 

1 5 regions, each of which can be used as an immunogen. In one embodiment, a contemplated 
NOVlOA epitope is from about amino acids 1 to 30. In another embodiment, a NOVlOA 
epitope is from about amino acids 300 to 330. These novel proteins can be used in assay 
systems for functional analysis of various human disorders, which will help in understanding 
of pathology of the disease and development of new drug targets for various disorders. 

20 

NOV11 

A disclosed NOV1 1 nucleic acid of 1604 nucleotides (also referred to as 
SV135004534_A) encoding a novel Cysteine sulfinic acid decarboxylase-like protein is shown 
in Table 1 1C. An open reading frame was identified beginning with an ATG initiation codon 
25 at nucleotides 61-63 and ending with a TAG codon at nucleotides 1543-1545. 
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Table 11A. NOV11 nucleotide sequence (SEQ ID NO:43). 

"tagattatctctcaaaca^ 

GTAAGAAGGGGGTTGTGCTGAATGGTGATGCAAAAGCTGGAG^ 

AATAATGGAAGAGGTGGTTTTGAAAGCTACAGATGTCAATGAGAAG 

CAACTGAAACAGCTTCTTGATTTGGAGATGAGAG^ 

GTCGGGATGTCATACACTACAGTGTCAAAACAGAC 

TGATTATTACTCCTTGGTGGCCCGATTTATGACCGAAGCATTGAATCCAA 

TCCCCAGTGTTTCTGTTAGTGGAAGAAGCGGTTCTGAAGAAAATGATTGAA 

GGGATGGAATATTTAACCCAGGTGGOTCAGTGTCCAATATGTATGCAATG^ 

TTGTCCTGAXATTAAGGAAAAGGGGCTGTCTGGT^ 

CATTACTCTATGAAGAAGGCAGOrrCTTTTOT 

ATAGAGGTAAAATGATACCTGAGGAACTGGAGAAGCAAGTCTGGCAAGCC^ 

GTTTCTTGTCTGTGCCACTTCTGGTACAACTGTGTTGGGAGCTT^ 

ATCTGCGAGAGGCACAGCCTCTGGCTTCATC^^ 

AGCACCGCAAGCTTCTGCATGGCATCC^CAGGGCTGACTCT 

GGCTGGGATCCAGTGCTGTGCTOTCCTTGTGAAAGACAAATOT^ 

GTGCCTGCCTATCTCTGGCAGGAAGACAAATTT^ 

CCCATGAAACTCAGGTGGGAAGGAATTGCAGAAGCCTGTGGTTCACCTGGAAAGCC^ 

GTTGGGGTGGTTGAGGTGCCCCATGCTAGGTGATGGGAGGTA^ 

GGATTCAAGTTACTGATGGAACCTGAATATGCCAATATTTGCTTTT^ 

AGATGGAAGAAGGACCCGAGTTCTGGGCAAAACTTACACAGGTGGC 

GAAGAAGGGAAGCTTGATGCTGGGCTACCAGCCG^ 

ATCAGCCCTCAAGTGAGCCGGGAGGACATGGACTTCCTC 

TGTAGCTGTGGCTTTGGTCCCCCAGAGGCATAGATC^ 



In a search of public sequence databases, the NOV1 1 nucleic acid sequence, located on 
chromosome 3 has 985 of 1512 bases (65%) identical to a gb:GENBANK- 
ID:AF116547|acc:AF116547.1 mRNA from Homo sapiens (Homo sapiens cysteine sulfinic 

5 acid decarboxylase-related protein 3 (CSAD) mRNA, complete cds). 

The disclosed NOV1 1 polypeptide (SEQ ID NO:32) encoded by SEQ ID NO:3 1 has 
494 amino acid residues and is presented in Table 1 ID using the one-letter amino acid code. 
Signal P, Psort and/or Hydropathy results predict that NOV1 1 has no signal peptide and is 
likely to be localized in the nucleus with a certainty of 0.6000. In other embodiments, NOV1 1 

10 may also be localized to the microbody (peroxisome) with acertainty of 0.5720, the 

mitochondrial matrix space with a certainty of 0. 1000, or in the lysosome (lumen) with a 
certainty of 0.1000. 



Table 11B. Encoded NOV11 protein sequence (SEQ ID NO:44). 

MIPSKKGVVIiNGDAKAGEKFVEEACRLI^ 

LELCRDVIHYSVKTDHPRF FNQL YAGLD YYSLVARFMTEALNPS S YTYEVS PVFLLVEEAVLKKMI EF I G 

WKEGDGIFNPGGSVSNMYAMNLARYKYCPDIKEKGLS 

VETDRGKMIPEELEKQWQARKEGAAPFLVCATSGTT 

M S RKHRKLLHGI HRADSVAMJPHKMLMAG I Q CCALL VKDKSDL EKRCQEFVPA YLWQEDKF YNVAFQKNG 

TKFTHETQVGRNCRSLWFTWKARGGEGLGWLRCPMLGDGRYLVDEIKKREGFT^ 

SLREMEEGPEFWAKLTQVAPAIKERMMKKGSL 

GKDM 



A search of sequence databases reveals that the NOV1 1 amino acid sequence has 290 
of 494 amino acid residues (58%) identical to, and 376 of 494 amino acid residues (76%) 
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similar to, the 493 amino acid residue ptOT:SWISSPROTXcC:Q64"6iT p r0 ^ m frJmiSs * 
norvegicus (Rat) (CYSTEINE SULFINIC ACID DECARBOXYLASE (EC 4.1.1.29) 
(SULFINOALANINE DECARBOXYLASE) (CYSTEINE-SULFINATE 
DECARBOXYLASE)). 

5 The disclosed NOV1 1 polypeptide has homology to the amino acid sequences shown 

in the BLASTP data listed in Table 1 1C. 



Table 11C. BLAST results for NOV11 


Gene Index/ 
Identifier 


Protein/ Organism 


Length 
(aa) 


Identity 
(%) 


Po 
sitives 
(%) 


Expect 


gi| 11120696 |ref|NP 
068518. 1| 
(NM_021750 


cysteine- 
sulfinate 
decarboxylase 
[Rattus norvegicus] 


493 




75 


e-175 


gi| 12836642 |dbj | BAB 
23747.1) (AK005015) 


Putative 
protein/mouse 


493 


58 


75 


e-171 


gi 1 14757624 |ref|XP 
029712. 1| 
(XMJJ29712) 


hypothetical protein 
XPJ)29712 [Homo 
sapiens] 


493 


57 


75 


e-168 


gi| 6685337 |sp|Q9Y60 
0|CSD HUMAN 


CYSTEINE SULFINIC 
ACID 

DECARBOXYLASE 
(SULFINOALANINE 
DECARBOXYLASE) 
(CYSTEINE- 
SULFINATE 
DECARBOXYLASE) 


493 


57 


74 


e-168 


gi | 4894562 | gb| AAD32 
546.1|AP116548 1 
(AF116548) 


cysteine sulfinic 
acid 

decarboxy 1 as e - 
related protein 4 
[Homo sapiens] 


493 


57 


75 


e-167 



The homology between these and other sequences is shown graphically in the 
10 ClustalW analysis shown in Table 1 ID. In the ClustalW alignment of the NOV1 1 protein, as 
well as all other ClustalW analyses herein, the black outlined amino acid residues indicate 
regions of conserved sequence (i.e., regions that may be required to preserve structural or 
functional properties), whereas non-highlighted amino acid residues are less conserved and 
can potentially be altered to a much broader extent without altering protein structure or 
15 function. 
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Table 11D. ClustalW Analysis of NOV11 



i) 

2) gi 

3) gi 

4) gi 

5) gi 

6) gi 



Novel NOVll (SEQ ID N0:44) 



10 



15 



20 



25 



30 



35 



40 



45 



50 



55 



60 



65 



70 



75 



11120696 | 
12636642) 
14757624 I 
6685337) 
4894562) 



(SEQ ID NO: 100) 
(SEQ ID NO: 101) 
(SEQ ID NO 
(SEQ ID NO 
(SEQ ID NO 



102) 
103) 
104) 



NOV11 



gi 
gi 
gi 
gi 
gi 



11120696) 

12836642) 

14757624) 

6685337) 

4894562 



NOV11 



gi 
gi 
gi 
gi 
gi 



11120696 
12836642 
14757624 
6685337) 
4894562 



NOV11 



gi 
gi 
gi 
gi 
gi 



11120696 
12836642 
14757624 
6685337 | 
4894562 




NOV11 



gi 
gi 
gi 
gi 
gi 



11120696) 

12836642) 

14757624) 

6685337) 

4894562 



NOV11 



gi 
gi 
gi 
gi 
gi 



11120696 
12836642 
14757624 
6685337) 
4894562) 



NOV11 


gi 


11120696 


gi 


12836642 


gi 


14757624 


gi 


6685337) 


gi 


4894562) 


NOVll 


gi 


11120696 


gi 


12836642 


gi 


14757624 


gi 


6685337) 


gi 


4894562| 



NOVll 



150 



160 



170 



1 



180 



190 



200 



I15M8ycBSiEEKSlsGs 



GGSgS NMYAgNu™. * 

ggsisnmyaRnlar|qry?dckqrglr] 

GGS I SNMYaJnLArSqRYPDCKQRGLR' 

ggsisnkyaSklaryqrypdckqrglr 
3g3is nmyaqhiaryqry pdckqrglr 



3GS ISNKYAaNIARYQRYPDCKQRGIiR 




210 



220 



230 



240 



250 




260 



270 



280 



300 



! 



oAFDPLlf^IADVCQRHGLWLHVDAAWGGSVLLSgTHRHLLDGIQRADSVA! 
GAFDPlSa I ADVCQRHGLkShVDAAWGGS VLLSgTKRHLLDG I QRADS VA| 

gafdplIaiadvcqrhglwlhvdaawggsvllsStkrhlldgiqradsva 
gafdplSiiadvcqrhglwlhvdaawggsvllsStkrhlldgiqradsva 

IgAFDPlIIa I AD VCQRHGLWLHVD AAWGGS VLIjSSTKRHLLDG I QRAD 5VA 



310 



320 



330 



340 



350 



^P^LLAAGLQCSALLLgDTS^LLKRCKGSQASYLFQQDKFY^VALDTG 

wnphkliaagi^csalllBdtsnllkrchgsqasylfqqdkfydvaldtg 
wnphklij^glqcsau j l5dts^lkrchgsqasylfqqdkfydvai 3 dtg 
wnphklij^glqcsaiz..lSdtsnllkrckg3qasylfqqdkfydvaldtg 

eatm p t.? y t ,t .a ft niiOC S ALLlSdT SNLLKRCKG SQAS YL FQ QDKFYj) VAIjDTG 



360 



370 



380 



390 



400 
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gi 
gi 
gi 
gi 
gi 



10 



15 



20 



25 



11120696) 
12836642) 
14757624 | 
6685337) 
4894562) 



NOVll 



gi 
gi 
gi 
gi 
gi 



111206961 

12836642) 

14757624) 

6685337) 

4894562) 



NOVll 


gi 


11120696 


gi 


12836642 


gi 


14757624 


gi 


6685337) 


gi 


4894562 | 
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DXWQCGRRVDCLKLWLMWKAQGgQGLHERIDQAFjjLjjRYLVEEgKKREG 

dkwqcgrrvdclklwlmwkaqggqglsrridqafgl^rylveemkkreg 
dkwqcgrrvdclklwlhwkaqgBqglerridqafSl2rylveeSikkreg 
dkwqcgrrvdclkijwlmwkaqggqglerridqaf^lgrylveeskkreg 
dkwqcgrrvdclklwlmwkaqg5qgBerridoaf"l5rylvee"kkrsg 



410 



420 



430 



440 



450 



PEYANICffifrl|fesiiRSyil^PBFWAKLT^^ 



rELV!*ISPEFV*NVCFVJFVPPSLRGKgESPDY^RLSSVAPVLKERMVKn?G 
FELVME PE F VNVC FWFVPPSLRGKljj E S PDyBSrLSWVA P VLKE RM VK|8g 
FELVMEPE FVNVCFK FVPPS LRGkSe S PDYjjj *RLSg VA ? VLKE FLMVKPGk 
FSLVME P E F VNVCFW F V ? PS L RG kS E S PD Y R L3 1? v A P VL K E RI'j V Kg g 

felvmepefvnvcfwfvppslrgi&spdyiS.rlsBvapvlkermvkSgL 




Tables IE- IF lists the domain description from DOMAIN analysis results against 
NO VI 1 . This indicates that the NOV1 1 sequence has properties similar to those of other 
proteins known to contain this domain. 



Table HE Domain Analysis of NOVll 

gnl I Pf am| pf am00282 , pyridoxal_deC, Pyridoxal -dependent decarboxylase 
conserved domain. 

CD-Length = 372 residues, 99.7% aligned Score = 279 bits (714), Expect = 2e-76 



Table 11F Domain Analysis of NOVll 

gnl) Pf am)pfam00266 , aminotran_5, Aminotransferase class-V 
CD-Length » 354 residues Score « 42.7 bits (99) , Expect « 5e-05 



Cysteine sulfinic acid decarboxylase (CS AD), the rate-limiting enzyme in taurine 
35 biosynthesis, was found to be activated under conditions that favor protein phosphorylation 
and inactivated under conditions favoring protein dephosphoiylation. Direct incorporation of 
32P into purified CSAD has been demonstrated with [gamma 32P]ATP and PKC, but not 
PKA. In addition, the 32P labeling of CSAD was inhibited by PKC inhibitors suggesting that 
PKC is responsible for phosphorylation of CSAD in the brain. Okadaic acid had no effect on 
40 CSAD activity at 10 microM suggesting that protein phosphatase-2C (PrP-2Q might be 

involved in the dephosphorylation of CSAD. Furthermore, it was found that either glutamate- 
or high K(+)-induced depolariaation increased CSAD activity as well as 32P-incorporation 
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into CSAD in neuronal cultures, supporting the notion that the CSAD activity is endogenously 
regulated hy protein phosphorylation in the brain. A model to link neuronal excitation, 
phosphorylation of CSAD and increase in taurine biosynthesis is proposed. 

Met metabolism occurs primarily by activation of Met to AdoMet and further 
5 metabolism of AdoMet by either the transmemyktion-transsulfuration pathway or the 

polyamine biosynthetic pathway. The catabolism of the methyl group and sulfur atom of Met 
ultimately appears to be dependent upon the transme%lation-transsulfuralion pathway 
because the MTA formed as the co-product of polyamine synthesis is efficiently recycled to 
Met On the other hand, the fete of the four-carbon chain of Met appears to depend upon the 
10 initial fate of the Met molecule. During transsulfuration, the carbon chain is released as alpha- 
ketobutyrate, which is further metabolized to C02. In the polyamine pathway, the carboxyl 
carbon of Met is lost in the formation of dAdoMet, whereas the other three carbons are 
ultimately excreted as polyamine derivatives and degradation products. The role of the 
transamination pathway of Met metabolism is not firmly established. Cys (which may be 
1 5 formed from the sulfur of Met and the carbons of serine via the transsulfuration pathway) 

appears to be converted to taurine and C02 primarily by the cysteinesulfinate pathway, and to 
sulfate and pyruvate primarily by desulfuration pathways in which a reduced form of sulfur 
with a relatively long biological half-life appears to be an intermediate. With the exception of 
the nitrogen of Met that is incorporated into polyamines, the nitrogen of Met or Cys is 
20 incorporated into urea after it is released as ammonium [in the reactions catalyzed by 

cystathipnase with either cystathionine (from Met) or cystine (from Cys) as substrate] or it is 
transferred to a keto acid (in Cys or Met transamination). Many areas of sulfur-containing 
amino acid metabolism need further study. The magnitude of AdoMet flux through the 
polyamine pathway in the intact animal as well as details about the reactions involved in this 
25 pathway remain to be determined. Both the pathways and the possible physiological role of 
alternate (AdoMet-independent) Met metabolism, including the transamination pathway, must 
be elucidated. Despite the growing interest in taurine, investigation of Cys metabolism has 
been a relatively inactive area during the past two decades. Apparent discrepancies in the 
reported data on Cys metabolism need to be resolved. Future work should consider the role of 
30 extrahepatic tissues in amino acid metabolism as well as species differences in the relative 
roles of various pathways in the metabolism of Met and Cys. 

Both immunocytochemical and electrophysiological methods have been employed to 
determine whether the localization of the taurine synthetic enzyme, cysteine sulfuric acid 
decarboxylase, (CSAD) and the postsynaptic action of taurine in toe CA1 region of rat 
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hippocampus are consistent with the hypothesis that taurine may be used as a neurotransmitter 
by some hippocampal neurons. At the light microscopic level, CSAD-immunoreactivity 
(CSAD-IR) was found in the pyramidal basket cells, and around pyramidal cells in stratum 
pyramidale and stratum radiatum. At the electron microscopic level, CSAD-IR was seen most 
5 often in the soma and the dendrites and was rather infrequent in the axon or the nerve 

terminals. Electrophysiological observations on the in vitro hippocampal slice demonstrated 
that pyramidal neurons respond to artificially applied taurine with inhibition that depended in 
large part upon an increased chloride conductance. Although electrophysiological observations 
are consistent with a neurotransmitter role for taurine, results from immunocytochemical 
10 studies suggest a minor role for taurine as a neurotransmitter. In fact, immunocytochemical 
observations suggested that taurine may be used as a neurotransmitter only by a small number 
of pyramidal basket interneurons, the vast majority of CSAD-positive neurons may use taurine 
for other functions. 

The effect of 3-acetylpyridine (3-AP) administration on the biosynthesis of taurine in 

15 the rat brain has been studied. Treatment with 3-AP induced a significant decrease in the 

cerebellar contents of taurine and its metabolic precursors, cysteine sulfuric acid (CSA) and 
cysteic acid (CA), as well as a selective degeneration of climbing fibers in the molecular layer 
of the cerebellum. It was found that the activity of cerebral cysteine dioxygenase, the enzyme 
catalyzing the formation of CSA from cysteine, consisted of two systems with low and high 

20 Km values. The 3-AP-induced attenuation of cysteine dioxygenase activity with a low Km 

value was noted only in the cerebellum, while that with a high Km value was detected not only 
in the cerebellum but also in other brain areas such as the medulla oblongata, striatum and 
cerebral cortex. In contrast, no alteration in the activity of cysteine sulfuric acid decarboxylase 
(CSD) was observed in any brain areas examined following the administration of 3-AP. 

25 Furthermore, it was found that essentially no cystamine as well as a very low activity of 

cysteamine dioxygenase is present in the brain. The present results suggest that taurine in the 
brain is synthesized from cysteine, mainly by the CSA and CA pathways, and the observed 
decline of cerebellar taurine in 3-AP-treated rats may be due to an attenuation of the 
biosynthesis, possibly at the step of cysteine dioxygenase. A possible regulatory role of 

30 cysteine dioxygenase with a low Km value in the biosynthesis of cerebral taurine is also 
suggested. 

The activity of cysteinesulfinic acid decarboxylase (CSAD, EC 4.1.1.29) in extracts of 
liver of seven mammals varied greatly, whereas in extracts of brain from the same species, the 
variation was less marked. CSAD activity was readily measured in extracts of spinal cord from 
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the same species, except those from rhesus monkey and man. The most noteworthy 
observation was the complete absence of CSAD activity in extracts of optic nerves and of 
sciatic nerves from all seven mammals. This suggests that taurine biosynthesis does not occur 
within axons and that intraaxonal taurine is supplied by axonal transport from the cell body. 
5 Taurine, cysteinesulfinic acid decarboxylase (CSAD), glutamate, gamma-aminobutyric 

acid (GABA), and glutamic acid decarboxylase (GAD) were measured in subcellular fractions 
prepared from occipital lobe of fetal and neonatal rhesus monkeys. In addition, the distribution 
of [35S]taurine in subcellular fractions was determined after administration to the fetus via the 
mother, to the neonate via administration to the mother prior to birth, and directly to the 
10 neonate at various times after birth CSAD, glutamate, GABA, and GAD all were found to be 
low or immeasurable in early fetal life and to increase during late fetal and early neonatal life 
to reach values found in the mother. Taurine was present in large amounts in early fetal life 
and decreased slowly during neonatal life, arriving at amounts found in the mother not until 
after 150 days of age. Significant amounts of taurine, CSAD, GABA, and GAD were 
1 5 associated with nerve ending components with some indication that the proportion of brain 
taurine found in these organelles increases during development. All subcellular pools of 
taurine were rapidly labeled by exogenously administered [35S]taurine. The subcellular 
distribution of all the components measured was compatible with the neurotransmitter or 
putative neurotransmitter functions of glutamate, GABA, and taurine. The large amount of 
20 these three amino acids exceeds that required for such function. The excess of glutamate and 
GABA may be used as a source of energy. The function of the excess of taurine is still not 
clear, although circumstantial evidence favors an important role in the development and 
maturation of the CNS. 

The disclosed NOV1 1 nucleic acid of the invention encoding a Cysteine sulfuric acid 
25 decarboxylase -like protein includes the nucleic acid whose sequence is provided in Table 1 1 A 
or a fragment thereof. The invention also includes a mutant or variant nucleic acid any of 
whose bases may be changed from the corresponding base shown in Table 1 1 A while still 
encoding a protein that maintains its Cysteine sulfinic acid decarboxylase-like activities and 
physiological functions, or a fragment of such a nucleic acid. The invention further includes 
30 nucleic acids whose sequences are complementary to those just described, including nucleic 
acid fragments that are complementary to any of the nucleic acids just described. The 
invention additionally includes nucleic acids or nucleic acid fragments, or complements 
thereto, whose structures include chemical modifications. Such modifications include, by way 
of nonlimiting example, modified bases, and nucleic acids whose sugar phosphate backbones 
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are modified or derivatized. These modifications are carried out at least ra part to enhance the 
chemical stability of the modified nucleic acid, such that they may be used, for example, as 
antisense binding nucleic acids in therapeutic applications in a subject In the mutant or 
variant nucleic acids, and their complements, up to about 35 percent of the bases may be so 



The disclosed NOV1 1 protein of the invention includes the Cysteine sulfuric acid 
decarboxylase-like protein whose sequence is provided in Table 1 IB. The invention also 
includes a mutant or variant protein any of whose residues may be changed from the 
corresponding residue shown in Table 1 IB while still encoding a protein that maintains its 

10 Cysteine sulfuric acid decarboxylase -like activities and physiological functions, or a 

functional fragment thereof In the mutant or variant protein, up to about 42 percent of the 
residues may be so changed. 

The invention further encompasses antibodies and antibody fragments, such as F a b or 
(Fab)2, that bind immunospecifically to any of the proteins of the invention. 

1 5 The above defined information for this invention suggests that this Cysteine sulfuric 

acid decarboxylase-like protein (NOV1 1) may function as a member of a "Cysteine sulfuric 
acid decarboxylase family". Therefore, the NOV11 nucleic acids and proteins identified here 
may be useful in potential therapeutic applications implicated in (but not limited to) various 
pathologies and disorders as indicated below. The potential therapeutic applications for this 

20 invention include, but are not limited to: protein therapeutic, small molecule drug target, 

antibody target (therapeutic, diagnostic, drug targeting/cytotoxic antibody), diagnostic and/or 
prognostic marker, gene therapy (gene delivery/gene ablation), research tools, tissue 
regeneration in vivo and in vitro of all tissues and cell types composing (but not limited to) 
those defined here. 

25 The NOV1 1 nucleic acids and proteins of the invention are useful in potential 

therapeutic applications implicated in cancer including but not limited to various pathologies 
and disorders as indicated below. For example, a cDNA encoding the Cysteine sulfuric acid 
decarboxylase-like protein (NOV1 1) may be useful in gene therapy, and the Cysteine sulfuric 
acid decarboxylase -like protein (NOV1 1) may be useful when administered to a subject in 

30 need thereof. By way of nonlimiting example, the compositions of the present invention will 
have efficacy for treatment of patients suffering from Adrenoleukodystrophy , Congenital 
Adrenal Hyperplasia, Diabetes,Von Hippel-Lindau (VHL) syndrome , Pancreatitis, Obesity, 
Hyperparathyroidism, Hypoparathyroidism, Fertility, cancers such as those occurring in 
pancreas, bone, colon, brain, lung, breast, or prostate. Endometriosis, Xerostomia 
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Scleroderma Hypercalcemia, Ulcers Von Hippel-Lindau (VHL) syndrome, 
Cirrhosis,Transplantation, Inflammatory bowel disease, Diverticular disease, Hirschsprung's 
disease , Crohn ! s Disease, Appendicitis Osteoporosis, Hypercalceimia, Arthritis, Ankylosing 
spondylitis, Scoliosis Arthritis, Tendinitis on ffippel-Lindau (VHL) syndrome , Alzheimer's 
5 disease, Stroke, Tuberous sclerosis, hypercalceimia, Parkinson's disease, Huntington's 
disease, Cerebral palsy, Epilepsy, Lesch-Nyhan syndrome, Multiple sclerosis,Ataxia- 
telangiectasia, Leukodystrophies, Behavioral disorders, Addiction, Anxiety, Pain, Endocrine 
dysfunctions, Diabetes, obesity, Growth and reproductive disorders Multiple sclerosis, 
Leukodystrophies, Pain, Myasthenia gravis, Pain, Systemic lupus erythematosus , 
10 Autoimmune disease, Asthma, Emphysema, Scleroderma, allergy, ARDS, Psoriasis, Actinic 
keratosis /Tuberous sclerosis, Acne, Hair growth, allopecia, pigmentation disorders, Renal 
artery stenosis, Interstitial nephritis, Glomerulonephritis, Polycystic kidney disease, Systemic 
lupus erythematosus, Renal tubular acidosis, IgA nephropathy, Hypercalceimia, Lesch-Nyhan 
syndrome and other diseases, disorders and conditions of the like. The NOV1 1 nucleic acid 
1 5 encoding the Cysteine suifinic acid decarboxylase-like protein of the invention, or fragments 
thereof, may further be useful in diagnostic applications, wherein the presence or amount of 
the nucleic acid or the protein are to be assessed 

NOV1 1 nucleic acids and polypeptides are further useful in the generation of 
antibodies that bind immuno-specifically to the novel NOV1 1 substances for use in 
20 therapeutic or diagnostic methods. These antibodies may be generated according to methods 
known in the art, using prediction from hydrophobicity charts, as described in the "Anti- 
NOVX Antibodies" section below. The disclosed NOV1 1 protein has multiple hydrophilic 
regions, each of which can be used as an immunogen. In one embodiment, a contemplated 
NOV1 1 epitope is from about amino acids 25 to 50. In another embodiment, a NOV1 1 
25 epitope is from about amino acids 100 to 140. In additional embodiments, a NOV1 1 epitope 
is from about amino acids 140 to 170, from about amino acids 235 to 260, and from about 
amino acids 300 to 320. These novel proteins can be used in assay systems for functional 
analysis of various human disorders, which will help in understanding of pathology of the 
disease and development of new drug targets for various disorders. 

30 NOVX Nucleic Acids and Polypeptides 

One aspect of the invention pertains to isolated nucleic acid molecules that encode 
NOVX polypeptides or biologically active portions thereof. Also included in the invention are 
nucleic acid fragments sufficient for use as hybridization probes to identify NOVX-encoding 
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nucleic acids {e.g. , NOVX mRNAs) and fragments for use as PCR primers for the 

amplification and/or mutation of NOVX nucleic acid molecules. As used herein, the term 
"nucleic acid molecule" is intended to include DNA molecules {e.g., cDNA or genomic 
DNA), RNA molecules {e.g., mRNA), analogs of the DNA or RNA generated using 
5 nucleotide analogs, and derivatives, fragments and homologs thereof. The nucleic acid 
molecule may be single-stranded or double-stranded, but preferably is comprised double- 
stranded DNA. 

An NOVX nucleic acid can encode a mature NOVX polypeptide. As used herein, a 
"mature" form of a polypeptide or protein disclosed in the present invention is the product of a 

10 naturally occurring polypeptide or precursor form or proprotein. The naturally occurring 

polypeptide, precursor or proprotein includes, by way of nonlimiting example, the full-length 
gene product, encoded by the corresponding gene. Alternatively, it may be defined as the 
polypeptide, precursor or proprotein encoded by an ORF described herein. The product 
"mature" form arises, again by way of nonlimiting example, as a result of one or more 

1 5 naturally occurring processing steps as they may take place within the cell, or host cell, in 

which the gene product arises. Examples of such processing steps leading to a "mature" form 
of a polypeptide or protein include the cleavage of the N-terminal methionine residue encoded 
by the initiation codon of an ORF, or the proteolytic cleavage of a signal peptide or leader 
sequence. Thus a mature form arising from a precursor polypeptide or protein that has 

20 residues 1 to N, where residue 1 is the N-teiminal methionine, would have residues 2 through 
N remaining after removal of the N-terminal methionine. Alternatively, a mature fonn arising 
from a precursor polypeptide or protein having residues 1 to N, in which an N-terminal signal 
sequence from residue 1 to residue M is cleaved, would have the residues from residue M+l to 
residue N remaining. Further as used herein, a "mature" form of a polypeptide or protein may 

25 arise from a step of post-translational modification other than a proteolytic cleavage event 
Such additional processes include, by way of non-limiting example, glycosylation, 
myristoylation or phosphorylation. In general, a mature polypeptide or protein may result 
from the operation of only one of these processes, or a combination of any of them. 

The term "probes", as utilized herein, refers to nucleic acid sequences of variable 

30 length, preferably between at least about 10 nucleotides (nt), 100 nt, or as many as 

approximately, e.g., 6,000 nt, depending upon the specific use. Probes are used in the 
detection of identical, similar, or complementary nucleic acid sequences. Longer length 
probes are generally obtained from a natural or recombinant source, are highly specific, and 
much slower to hybridize than shorter-length oligomer probes. Probes may be single- or 
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double-stranded and designed to have specificity in PCR, membrane-based hybridization 

technologies, or ELISA-like technologies. 

The term "isolated" nucleic acid molecule, as utilized herein, is one, which is separated 

from other nucleic acid molecules which are present in the natural source of the nucleic acid. 

5 Preferably, an "isolated" nucleic acid is free of sequences which naturally flank the nucleic 

acid (i.e., sequences located at the 5 - and 3'-termini of the nucleic acid) in the genomic DNA 

of the organism from which the nucleic acid is derived. For example, in various embodiments, 

the isolated NOVX nucleic acid molecules can contain less than about 5 kb, 4 kb, 3 kb, 2 kb, 1 

kb, 0.5 kb or 0.1 kb of nucleotide sequences which naturally flank the nucleic acid molecule in 

1 0 genomic DNA of the cell/tissue from which the nucleic acid is derived (e.g. , brain, heart, liver, 

spleen, etc.). Moreover, an "isolated" nucleic acid molecule, such as a cDNA molecule, can 

be substantially free of other cellular material or culture medium when produced by 

recombinant techniques, or of chemical precursors or other chemicals when chemically 

synthesized. 

15 A nucleic acid molecule of the invention, e.g. , a nucleic acid molecule having the 

nucleotide sequence SEQ ID NOS:l, 3, 5, 7, 9, 11, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 
35, 37, 39, 41 and 43, or a complement of this aforementioned nucleotide sequence, can be 
isolated using standard molecular biology techniques and the sequence information provided 
herein. Using all or a portion of the nucleic acid sequence of SEQ ID NOS: 1, 3, 5, 7, 9, 1 1, 

20 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43 as a hybridization probe, 

NOVX molecules can be isolated using standard hybridization and cloning techniques (e.g., as 
described in Sambrook, et aL 9 (eds.), MOLECULAR CLONING: A LABORATORY MANUAL 2 nd 
Ed., Cold Spring Harbor Laboratory Press, Cold Spring Harbor, NY, 1989; and Ausubel, et 
al 9 (eds.), Current Protocols in Molecular Biology, John Wiley & Sons, New York, 

25 NY, 1993.) 

A nucleic acid of the invention can be amplified using cDNA, mRNA or alternatively, 
genomic DNA, as a template and appropriate oligonucleotide primers according to standard 
PCR amplification techniques. The nucleic acid so amplified can be cloned into an 
appropriate vector and characterized by DNA sequence analysis. Furthermore, 
30 oligonucleotides corresponding to NOVX nucleotide sequences can be prepared by standard 
synthetic techniques, e.g., using an automated DNA synthesizer. 

As used herein, the term "oligonucleotide" refers to a series of linked nucleotide 
residues, which oligonucleotide has a sufficient number of nucleotide bases to be used in a 
PCR reaction. A short oligonucleotide sequence may be based on, or designed from, a 
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genomic or cDNA sequence and is used to amplify, confirm, or reveal the presence of an 
identical, similar or complementary DNA or RNA in a particular cell or tissue. 
Oligonucleotides comprise portions of a nucleic acid sequence having about 10 nt, 50 nt, or 
100 nt in length, preferably about 15 nt to 30 nt in length. In one embodiment of the 
5 invention, an oligonucleotide comprising a nucleic acid molecule less than 100 nt in length 
would further comprise at least 6 contiguous nucleotides SEQ ID NOS: 1, 3, 5, 7, 9, 1 1, 13, 15, 
17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43, or a complement thereof. 
Oligonucleotides may be chemically synthesized and may also be used as probes. 

In another embodiment, an isolated nucleic acid molecule of the invention comprises a 

10 nucleic acid molecule that is a complement of the nucleotide sequence shown in SEQ ID 
NOSrl, 3, 5, 7, 9, 11, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43, or a 
portion of this nucleotide sequence (e.g. , a fragment that can be used as a probe or primer or a 
fragment encoding a biologically-active portion of an NOVX polypeptide). A nucleic acid 
molecule that is complementary to the nucleotide sequence shown SEQ ID NOS: 1, 3, 5, 7, 9, 

15 1 1, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 or 43 is one that is sufficiently 
complementary to the nucleotide sequence shown SEQ ID NOS: 1, 3, 5, 7, 9, 1 1, 13, 15, 17, 
19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 or 43 that it can hydrogen bond with little or no ' 
mismatches to the nucleotide sequence shown SEQ ID NOS:l, 3, 5, 7, 9, 1 1, 13, 15, 17, 19, 
21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43, thereby forming a stable duplex. 

20 As used herein, the term "complementary" refers to Watson-Crick or Hoogsteen base 

pairing between nucleotides units of a nucleic acid molecule, and the term "binding" means 
the physical or chemical interaction between two polypeptides or compounds or associated 
polypeptides or compounds or combinations thereof. Binding includes ionic, non-ionic, van 
der Waals, hydrophobic interactions, and the like. A physical interaction can be either direct 

25 or indirect. Indirect interactions may be through or due to the effects of another polypeptide or 
compound. Direct binding refers to interactions that do not take place through, or due to, the 
effect of another polypeptide or compound, but instead are without other substantial chemical 
intermediates. 

Fragments provided herein are defined as sequences of at least 6 (contiguous) nucleic 
30 acids or at least 4 (contiguous) amino acids, a length sufficient to allow for specific 

hybridization in the case of nucleic acids or for specific recognition of an epitope in the case of 
amino acids, respectively, and are at most some portion less than a full length sequence. 
Fragments may be derived from any contiguous portion of a nucleic acid or amino acid 
sequence of choice. Derivatives are nucleic acid sequences or amino acid sequences formed 
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from the native compounds either directly or by modification or partial substitution. Analogs 
are nucleic acid sequences or amino acid sequences that have a structure similar to, but not 
identical to, the native compound but differs from it in respect to certain components or side 
chains. Analogs may be synthetic or from a different evolutionary origin and may have a 
5 similar or opposite metabolic activity compared to wild type. Homologs are nucleic acid 

sequences or amino acid sequences of a particular gene that are derived from different species. 

Derivatives and analogs may be full length or other than full length, if the derivative or 
analog contains a modified nucleic acid or amino acid, as described below. Derivatives or 
analogs of the nucleic acids or proteins of the invention include, but are not limited to, 
10 molecules comprising regions that are substantially homologous to the nucleic acids or 
proteins of the invention, in various embodiments, by at least about 70%, 80%, or 95% 
identity (with a preferred identity of 80-95%) over a nucleic acid or amino acid sequence of 
identical size or when compared to an aligned sequence in which the alignment is done by a 
computer homology program known in the art, or whose encoding nucleic acid is capable of 
15 hybridizing to the complement of a sequence encoding the aforementioned proteins under 

stringent, moderately stringent, or low stringent conditions. See e.g. Ausubel, et ai, CURRENT 
Protocols in Molecular Biology, John Wiley & Sons, New York, NY, 1 993, and below. 

A "homologous nucleic acid sequence" or "homologous amino acid sequence," or 
variations thereof, refer to sequences characterized by a homology at the nucleotide level or 
20 amino acid level as discussed above. Homologous nucleotide sequences encode those 

sequences coding for isoforms of NOVX polypeptides. Isoforms can be expressed in different 
tissues of the same organism as a result of, for example, alternative splicing of RNA. 
Alternatively, isoforms can be encoded by different genes. In the invention, homologous 
nucleotide sequences include nucleotide sequences encoding for an NOVX polypeptide of 
25 species other than humans, including, but not limited to: vertebrates, and thus can include, e.g., 
frog, mouse, rat, rabbit, dog, cat cow, horse, and other organisms. Homologous nucleotide 
sequences also include, but are not limited to, naturally occurring allelic variations and 
mutations of the nucleotide sequences set forth herein. A homologous nucleotide sequence 
does not, however, include the exact nucleotide sequence encoding human NOVX protein. 
30 Homologous nucleic acid sequences include those nucleic acid sequences that encode 

conservative amino acid substitutions (see below) in SEQ ID NOS:l, 3, 5, 7, 9, 11, 13, 15, 17, 
19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43, as well as a polypeptide possessing 
NOVX biological activity. Various biological activities of the NOVX proteins are described 
below. 
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An NOVX polypeptide is encoded by the open reading frame ("ORF") of an NOVX 
nucleic acid. An ORF corresponds to a nucleotide sequence that could potentially be translated 
into a polypeptide. A stretch of nucleic acids comprising an ORF is uninterrupted by a stop 
codon. An ORF that represents the coding sequence for a full protein begins with an ATG 
5 "start" codon and terminates with one of the three "stop" codons, namely, TAA, TAG, or 

TGA. For the purposes of this invention, an ORF may be any part of a coding sequence, with 
or without a start codon, a stop codon, or both. For an ORF to be considered as a good 
candidate for coding for a bona fide cellular protein, a minimum size requirement is often set, 
e.g., a stretch of DNA that would encode a protein of 50 amino acids or more. 

10 The nucleotide sequences determined from the cloning of the human NOVX genes 

allows for the generation of probes and primers designed for use in identifying and/or cloning 
NOVX homologues in other cell types, e.g from other tissues, as well as NOVX homologues 
from other vertebrates. The probe/primer typically comprises substantially purified 
oligonucleotide. The oligonucleotide typically comprises a region of nucleotide sequence that 

15 hybridizes under stringent conditions to at least about 12, 25, 50, 100, 150, 200, 250, 300, 350 
or 400 consecutive sense strand nucleotide sequence SEQ ID NOS:l, 3, 5, 7, 9, 11, 13, 15, 17, 
19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 or 43; or an anti-sense strand nucleotide sequence 
of SEQ ID NOS:l, 3, 5, 7, 9, 11, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 or 43; 
or of a naturally occurring mutant of SEQ ID NOS:l, 3, 5, 7, 9, 11, 13, 15, 17, 19, 21, 23, 25, 

20 27, 29, 31, 33, 35, 37, 39, 41 and 43. 

Probes based on the human NOVX nucleotide sequences can be used to detect 
transcripts or genomic sequences encoding the same or homologous proteins. In various 
embodiments, the probe further comprises a label group attached thereto, e.g. the label group 
can be a radioisotope, a fluorescent compound, an enzyme, or an enzyme co-factor. Such 

25 probes can be used as a part of a diagnostic test kit for identifying cells or tissues which mis- 
express an NOVX protein, such as by measuring a level of an NOVX-encoding nucleic acid in 
a sample of cells from a subject e.g., detecting NOVX mRNA levels or determining whether a 
genomic NOVX gene has been mutated or deleted. 

"A polypeptide having a biologically-active portion of an NOVX polypeptide" refers 

30 to polypeptides exhibiting activity similar, but not necessarily identical to, an activity of a 
polypeptide of the invention, including mature forms, as measured in a particular biological 
assay, with or without dose dependency. A nucleic acid fragment encoding a "biologically- 
active portion of NOVX" can be prepared by isolating a portion SEQ ID NOS:l, 3, 5, 7, 9, 1 1, 
13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 or 43, that encodes a polypeptide 
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having an NOVX biological activity (the biological activities of the NOVX proteins are 
described below), expressing the encoded portion of NOVX protein by recombinant 
expression in vitro) and assessing the activity of the encoded portion of NOVX. 

NOVX Nucleic Acid and Polypeptide Variants 

5 The invention further encompasses nucleic acid molecules that differ from the 

nucleotide sequences shown in SEQ ID NOS: i, 3, 5, 7, 9, 1 1, 13, 15, 17, 19, 21, 23, 25, 27, 
29, 31, 33, 35, 37, 39, 41 and 43 due to degeneracy of the genetic code and thus encode the 
same NOVX proteins as that encoded by the nucleotide sequences shown in SEQ ID NOS:l, 
3, 5, 7, 9, 11, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43. In another 
1 0 embodiment, an isolated nucleic acid molecule of the invention has a nucleotide sequence 
encoding a protein having an amino acid sequence shown in SEQ ID NOS:2,,4, 6, 8, 10, 12, 
14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 42 or 44. 

In addition to the human NOVX nucleotide sequences shown in SEQ ID NOS: 1, 3, 5, 
7, 9, 11, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43, it will be appreciated 
15 by those skilled in the art that DNA sequence polymorphisms that lead to changes in the 
amino acid sequences of the NOVX polypeptides may exist within a population (e.g., the 
human population). Such genetic polymorphism in the NOVX genes may exist among 
individuals within a population due to natural allelic variation. As used herein, the terms 
"gene" and "recombinant gene" refer to nucleic acid molecules comprising an open reading 
20 frame (ORF) encoding an NOVX protein, preferably a vertebrate NOVX protein. Such 

natural allelic variations can typically result in 1-5% variance in the nucleotide sequence of the 
NOVX genes. Any and all such nucleotide variations and resulting amino acid 
polymorphisms in the NOVX polypeptides, which are the result of natural allelic variation and 
that do not alter the functional activity of the NOVX polypeptides, are intended to be within 
25 the scope of the invention. 

Moreover, nucleic acid molecules encoding NOVX proteins from other species, and 
thus that have a nucleotide sequence that differs from the human SEQ ID NOS:l, 3, 5, 7, 9, 
1 1, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43 are intended to be within 
the scope of the invention. Nucleic acid molecules corresponding to natural allelic variants 
30 and homologues of the NOVX cDNAs of the invention can be isolated based on their 

homology to the human NOVX nucleic acids disclosed herein using the human cDNAs, or a 
portion thereof, as a hybridization probe according to standard hybridization techniques under 
stringent hybridization conditions. 
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Accordingly, in another embodiment, an isolated nucleic acid molecule ot the 

invention is at least 6 nucleotides in length and hybridizes under stringent conditions to the 

nucleic acid molecule comprising the nucleotide sequence of SEQ ID NOS:l, 3, 5, 7, 9, 1 1, 

13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43. In another embodiment, the 

5 nucleic acid is at least 10, 25, 50, 100, 250, 500, 750, 1000, 1500, or 2000 or more nucleotides 

in length. In yet another embodiment, an isolated nucleic acid molecule of the invention 

hybridizes to the coding region. As used herein, the term "hybridizes under stringent 

conditions" is intended to describe conditions for hybridization and washing under which 

nucleotide sequences at least 60% homologous to each other typically remain hybridized to 

10 each other. 

Homologs (ie, nucleic acids encoding NO VX proteins derived from species other 
than human) or other related sequences (e.g., paialogs) can be obtained by low, moderate or 
high stringency hybridization with all or a portion of the particular human sequence as a probe 
using methods well known in the art for nucleic acid hybridization and cloning. 

As used herein, the phrase "stringent hybridization conditions" refers to conditions 
under which a probe, primer or oligonucleotide will hybridize to its target sequence, but to no 
other sequences. Stringent conditions are sequence-dependent and will be different in 
different circumstances. Longer sequences hybridize specifically at higher temperatures than 
shorter sequences. Generally, stringent conditions are selected to be about 5 °C lower than the 
thermal melting point (Tm) for the specific sequence at a defined ionic strength and pH. The 
Tm is the temperature (under defined ionic strength, pH and nucleic acid concentration) at 
which 50% of the probes complementary to the target sequence hybridize to the target 
sequence at equilibrium. Since the target sequences are generally present at excess, at Tm, 
50% of the probes are occupied at equilibrium. Typically, stringent conditions will be those in 
which the salt concentration is less than about 1.0 M sodium ion, typically about 0.01 to 1.0 M 
sodium ion (or other salts) at 

pH 7.0 to 8.3 and the temperature is at least about 30°C for short probes, primers or 
oligonucleotides (e.g., 10 nt to 50 nt) and at least about 60°C for longer probes, primers and 
oligonucleotides. Stringent conditions may also be achieved with the addition of destabilizing 
agents, such as formainide. 

Stringent conditions are known to those skilled in the art and can be found in Ausubel, 
et aL, (eds.), Current Protocols in Molecular Biology, John Wiley & Sons, N.Y. 
(1989), 6.3.1-6.3.6. Preferably, the conditions are such that sequences at least about 65%, 
70%, 75%, 85%, 90%, 95%, 98%, or 99% homologous to each other typically remain 
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hybridized to each other. A non-limiting example of stringent hybridization conditions are 
hybridization in a high salt buffer comprising 6X SSC, 50 mM Tris-HCl (pH 7.5), 1 mM 
EDTA, 0.02% PVP, 0.02% Ficoll, 0.02% BSA, and 500 mg/ml denatured salmon sperm DNA 
at 65°C, followed by one or more washes in 0.2X SSC, 0.01% BSA at 50°C. An isolated 
5 nucleic acid molecule of the invention that hybridizes under stringent conditions to the 

sequences SEQ ID NOS:l, 3, 5, 7, 9, 11,13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 
41 and 43, corresponds to a naturally-occurring nucleic acid molecule. As used herein, a 
"naturally-occurring" nucleic acid molecule refers to an RNA or DNA molecule having a 
nucleotide sequence that occurs in nature (e.g., encodes a natural protein). 

10 In a second embodiment, a nucleic acid sequence that is hybridizable to the nucleic 

acid molecule comprising the nucleotide sequence of SEQ ID NOS:l, 3, 5, 7, 9, 11, 13, 15, 17, 
19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43, or fragments, analogs or derivatives 
thereof, under conditions of moderate stringency is provided. A non-limiting example of 
moderate stringency hybridization conditions are hybridization in 6X SSC, 5X Denhardtfs 

15 solution, 0.5% SDS and 100 mg/ml denatured salmon sperm DNA at 55°C, followed by one or 
more washes in IX SSC, 0.1% SDS at 37°C. Other conditions of moderate stringency that 
may be used are well-known within the art. See, e.g., Ausubel, et al (eds.), 1993, CURRENT 
Protocols in Molecular Biology, John Wiley & Sons, NY, and Kriegler, 1990; Gene 
Transfer and Expression, A Laboratory Manual, Stockton Press, NY. 

20 In a third embodiment, a nucleic acid that is hybridizable to the nucleic acid molecule 

comprising the nucleotide sequences SEQ ID NOS:l, 3, 5, 7, 9, 11, 13, 15, 17, 19, 21, 23, 25, 
27, 29, 31, 33, 35, 37, 39, 41 and 43, or fragments, analogs or derivatives thereof, under 
conditions of low stringency, is provided. A non-limiting example of low stringency 
hybridization conditions are hybridization in 35% formamide, 5X SSC, 50 mM Tris-HCl (pH 

25 7.5), 5 mM EDTA, 0.02% PVP, 0.02% Ficoll, 0.2% BSA, 100 mg/ml denatured salmon sperm 
DNA, 10% (wt/vol) dextran sulfate at 40°C, followed by one or more washes in 2X SSC, 25 
mM Tris-HCl (pH 7.4), 5 mM EDTA, and 0.1% SDS at 50°C. Other conditions of low 
stringency that may be used are well known in the art (e.g., as employed for cross-species 
hybridizations). See, e.g., Ausubel, et al. (eds.), 1993, CURRENT PROTOCOLS IN MOLECULAR 

30 BIOLOGY, John Wiley & Sons, NY, andKriegler, 1990, GENE TRANSFER AND EXPRESSION, A 
LABORATORY MANUAL, Stockton Press, NY; Shilo and Weinberg, 1981 . Proc Natl Acad Sci 
USA 78: 6789-6792. 
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Conservative Mutations 

In addition to naturally-occurring allelic variants of NOVX sequences that may exist in 
the population, the skilled artisan will further appreciate that changes can be introduced by ' ? 
mutation into the nucleotide sequences SEQ ID NOS:l, 3, 5, 7, 9, 1 1, 13, 15, 17, 19, 21, 23, 
5 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43, thereby leading to changes in the amino acid 
sequences of the encoded NOVX proteins, without altering the functional ability of said 
NOVX proteins. For example, nucleotide substitutions leading to amino acid substitutions at 
"non-essential" amino acid residues can be made in the sequence SEQ ID NOS:2, 4, 6, 8, 10, 
12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 42 or 44. A "non-essential" amino 

10 acid residue is a residue that can be altered from the wild-type sequences of the NOVX 

proteins without altering their biological activity, whereas an "essential" amino acid residue is 
required for such biological activity. For example, amino acid residues that are conserved 
among the NOVX proteins of the invention are predicted to be particularly non-amenable to 
alteration. Amino acids for which conservative substitutions can be made are well-known 

15 within the art. 

Another aspect of the invention pertains to nucleic acid molecules encoding NOVX 
proteins that contain changes in amino acid residues that are not essential for activity. Such 
NOVX proteins differ in amino acid sequence from SEQ ID NOS: 1, 3, 5, 7, 9, 1 1, 13, 15, 17, 
19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43 yet retain biological activity. In one 

20 embodiment, the isolated nucleic acid molecule comprises a nucleotide sequence encoding a 
protein, wherein the protein comprises an amino acid sequence at least about 45% homologous 
to the amino acid sequences SEQ IDNOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 
32, 34, 26, 28, 40, 42 and 44. Preferably, the protein encoded by the nucleic acid molecule is 
at least about 60% homologous to SEQ ID NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 

25 28, 30, 32, 34, 26, 28, 40, 42 and 44; more preferably at least about 70% homologous SEQ ID 
NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 42 or 44; still more 
preferably at least about 80% homologous to SEQ ID NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 
22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 42 or 44; even more preferably at least about 90% 
homologous to SEQ ID NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 

30 28, 40, 42 or 44; and most preferably at least about 95% homologous to SEQ ID NOS:2, 4, 6, 
8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 42 or 44. 

An isolated nucleic acid molecule encoding an NOVX protein homologous to the 
protein of SEQ ID NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 
42 or 44 can be created by introducing one or more nucleotide substitutions, additions or 
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deletions into the nucleotide sequence of SEQ ID NOS:l, 3, 5, 7, 9, 1 1, 13, 15, 17, 19, 21, 23, 

25, 27, 29, 3 1, 33, 35, 37, 39, 41 and 43, such that one or more amino acid substitutions, 

additions or deletions are introduced into the encoded protein. 

Mutations can be introduced into SEQ ID NOS:l, 3, 5, 7, 9, 1 1, 13, 15, 17, 19, 21, 23, 

5 25, 27, 29, 3 1, 33, 35, 37, 39, 41 and 43 by standard techniques, such as site-directed 

mutagenesis and PCR-mediated mutagenesis. Preferably, conservative amino acid 

substitutions are made at one or more predicted, non-essential amino acid residues. A 

"conservative amino acid substitution" is one in which the amino acid residue is replaced with 

an amino acid residue having a similar side chain. Families of amino acid residues having 

10 similar side chains have been defined within the art. These families include amino acids with 
basic side chains (e.g., lysine, arginine, histidine), acidic side chains aspartic acid, 
glutamic acid), uncharged polar side chains (e.g. 9 glycine, asparagine, glutamine, serine, 
threonine, tyrosine, cysteine), nonpolar side chains {e.g., alanine, valine, leucine, isoleucine, 
proline, phenylalanine, methionine, tryptophan), beta-branched side chains (e.g., threonine, 

1 5 valine, isoleucine) and aromatic side chains (e.g. , tyrosine, phenylalanine, tryptophan, 
histidine). Thus, a predicted non-essential amino acid residue in the NOVX protein is 
replaced with another amino acid residue from the same side chain family. Alternatively, in 
another embodiment, mutations can be introduced randomly along all or part of an NOVX 
coding sequence, such as by saturation mutagenesis, and the resultant mutants can be screened 

20 for NOVX biological activity to identify mutants that retain activity. Following mutagenesis 
SEQ ID NOS:l, 3, 5, 7, 9, 11, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43, 
the encoded protein can be expressed by any recombinant technology known in the art and the 
activity of the protein can be determined. 

The relatedness of amino acid families may also be determined based on side chain 

25 interactions. Substituted amino acids may be fully conserved "strong 5 ' residues or folly 

conserved "weak" residues. The "strong" group of conserved amino acid residues may be any 
one of the following groups: STA, NEQK, NHQK, NDEQ, QHRK, MBLV, MBLF, HY, FYW, 
wherein the single letter amino acid codes are grouped by those amino acids that may be 
substituted for each other. Likewise, the <c weak" group of conserved residues may be any one 

30 of the following: CSA, ATV, SAG, STNK, STPA, SGND, SNDEQK, NDEQHK, NEQHRK, 
VLIM, HFY, wherein the letters within each group represent the single letter amino acid code. 

In one embodiment, a mutant NOVX protein can be assayed for (i) the ability to form 
protein:protein interactions with other NOVX proteins, other cell-surface proteins, or 
biologically-active portions thereof, (ii) complex formation between a mutant NOVX protein 
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and an NO VX ligand; or (Hi) the ability of a mutant NOVX protein to bind to an intracellular 

target protein or biologically-active portion thereof, (e.g. avidin proteins). 

In yet another embodiment, a mutant NOVX protein can be assayed for the ability to 

regulate a specific biological function (e.g., regulation of insulin release). 

5 Antisense Nucleic Acids 

Another aspect of the invention pertains to isolated antisense nucleic acid molecules 
that are hybridizable to or complementary to the nucleic acid molecule comprising the 
nucleotide sequence of SEQ ID NOS: 1, 3, 5, 7, 9, 1 1, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 
35, 37, 39, 41 and 43, or fragments, analogs or derivatives thereof. An "antisense" nucleic 

10 acid comprises a nucleotide sequence that is complementary to a "sense" nucleic acid 

encoding a protein (e.g., complementary to the coding strand of a double-stranded cDNA 
molecule or complementary to an mRNA sequence). In specific aspects, antisense nucleic 
acid molecules are provided that comprise a sequence complementary to at least about 10, 25, 
50, 100, 250 or 500 nucleotides or an entire NOVX coding strand, or to only a portion thereof. 

1 5 Nucleic acid molecules encoding fragments, homologs, derivatives and analogs of an NOVX 
protein of SEQ ED NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 
42 or 44, or antisense nucleic acids complementary to an NOVX nucleic acid sequence of 
SEQ IDNOS:l, 3, 5, 7, 9, 11, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43, 
are additionally provided. 

20 In one embodiment, an antisense nucleic acid molecule is antisense to a "coding 

region" of the coding strand of a nucleotide sequence encoding an NOVX protein. The term 
"coding region" refers to the region of the nucleotide sequence comprising codons which are 
translated into amino acid residues. In another embodiment, the antisense nucleic acid 
molecule is antisense to a "noncoding region" of the coding strand of a nucleotide sequence 

25 encoding the NOVX protein. The term "noncoding region" refers to 5 1 and 3 1 sequences which 
flank the coding region that are not translated into amino acids (i.e., also referred to as 5 f and 
3 1 untranslated regions). 

Given the coding strand sequences encoding the NOVX protein disclosed herein, 
antisense nucleic acids of the invention can be designed according to the rules of Watson and 

30 Crick or Hoogsteen base pairing. The antisense nucleic acid molecule can be complementary 
to the entire coding region of NOVX mRNA, but more preferably is an oligonucleotide that is 
antisense to only a portion of the coding or noncoding region of NOVX mRNA. For example, 
the antisense oligonucleotide can be complementary to the region surrounding the translation 
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start site of NOVX mRNA. An antisense oligonucleotide can be, tor example, about 5, 10, 15, 
20, 25, 30, 35, 40, 45 or 50 nucleotides in length. An antisense nucleic acid of die invention 
can be constructed using chemical synthesis or enzymatic ligation reactions using procedures 
known in the art. For example, an antisense nucleic acid (e.g., an antisense oligonucleotide) 
5 can be chemically synthesized using rararaUyK>ccuiring nucleotides or variously modified 
nucleotides designed to increase the biological stability of the molecules or to increase the 
physical stability of the duplex formed between the antisense and sense nucleic acids (e.g, 
phosphorothioate derivatives and acridine substituted nucleotides can be used). 

Examples of modified nucleotides that can be used to generate the antisense nucleic 
10 acid include: 5-fluorouracil, 5-bromouracil, 5-chlorouracil, 5-iodouracil, hypoxanthine, 

xanthine, 4-acetylcytosine, 5-(carboxyhydroxylmethyl) uracil, 5^arboxymemylaminomethyl- 
2-thiouridine, 5-carboxymethylaminomethyluracil, dihydrouracil, beta-D-galactosylqueosine, 
inosine, N6-isopentenyladenine, 1-methylguanine, 1-methyUnosine, 2,2-dimethylguanine, 
2-methyladenine, 2-methylguanine, 3-methylcytosine, 5-methylcytosine, N6-adenine, 
15 7-methylguanine, 5-methylaminomethyluracil, 5-methoxyaminomethyl-2-thiouracil, 
beta-D-mannosylqueosine, 5'-memoxycarboxymetoyluracil, 5-methoxyuracil, 
2-methylthio-N6-isopentenyladenine, uracil-5-oxyacetic acid (v), wybutoxosine, pseudouracil, 
queosine, 2-tbiocytosine, 5-methyl-2-thiouracil, 2-thiouracil, 4-thiouracil, 5-methyluracil, 
uracil-5-oxyacetic acid methylester, uracil-5-oxyacetic acid (v), 5-me1hyl-2-thiouracil, 
20 3-(3-amino-3-N-2-carboxypropyl) uracil, (acp3)w, and 2,6-diaminopurine. Alternatively, the 
antisense nucleic acid can be produced biologically using an expression vector into which a 
nucleic acid has been subcloned in an antisense orientation (i.e., RNA transcribed from the 
inserted nucleic acid will be of an antisense orientation to a target nucleic acid of interest, 
described further in the following subsection). 
25 The antisense nucleic acid molecules of the invention are typically administered to a 

subject or generated in situ such that they hybridize with or bind to cellular mRNA and/or 
genomic DNA encoding an NOVX protein to thereby inhibit expression of the protein (eg., by 
inhibiting transcription and/or translation). The hybridization can be by conventional 
nucleotide complementarity to form a stable duplex, or, for example, in the case of an 
30 antisense nucleic acid molecule that binds to DNA duplexes, through specific interactions in 
the major groove of the double helix. An example of a route of administration of antisense 
nucleic acid molecules of the invention includes direct injection at a tissue site. Alternatively, 
antisense nucleic acid molecules can be modified to target selected cells and then a<lministered 
systemically. For example, for systemic administration, antisense molecules can be modified 
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such that they specifically bind to receptors or antigens expressed on a selected cell surface 
(e g-> by linking the antisense nucleic acid molecules to peptides or antibodies that bind to cell 
surface receptors or antigens). The antisense nucleic acid molecules can also be delivered to 
cells using the vectors described herein. To achieve sufficient nucleic acid molecules, vector 
5 constructs in which the antisense nucleic acid molecule is placed under the control of a strong 
pol II or pol HI promoter are preferred. 

In yet another embodiment, the antisense nucleic acid molecule of the invention is an 
ct-anomeric nucleic acid molecule. An a-anomeric nucleic acid molecule forms specific 
double-stranded hybrids with complementary RNA in which, contrary to the usual 0-units, the 
10 strands run parallel to each other. See,e.g., Gaultier, et al, 1987 Nucl Acids Res. 15: 
6625-6641. The antisense nucleic acid molecule can also comprise a 
2'-o-me%lribonucleotide (See, e.g., Inoue, etal 1987. Nucl Acids Res. 15: 6131-6148) or a 
chimeric RNA-DNA analogue (See, e.g., Inoue, et al, 1987. FEBSLett. 215: 327-330. 



1 5 Ribozymes and PNA Moieties 

Nucleic acid modifications include, by way of non-limiting example, modified bases, 
and nucleic acids whose sugar phosphate backbones are modified or derivatized. These 
modifications are carried out at least in part to enhance the chemical stability of the modified 
nucleic acid, such that they may be used, for example, as antisense binding nucleic acids in 

20 therapeutic applications in a subject. 

In one embodiment, an antisense nucleic acid of the invention is a ribozyme. 
Ribozymes are catalytic RNA molecules with ribonuclease activity that are capable of 
cleaving a single-stranded nucleic acid, such as an mRNA, to which they have a 
complementary region. Thus, ribozymes (e.g., hammerhead ribozymes as described in 

25 Haselhoff and Gerlach 1988. Nature 334: 585-591) can be used to catalytically cleave NOVX 
mRNA transcripts to thereby inhibit translation of NOVX mRNA. A ribozyme having 
specificity for an NOVX-encoding nucleic acid can be designed based upon the nucleotide 
sequence of an NOVX cDNA disclosed herein (i.e., SEQ ID NOS: 1, 3, 5, 7, 9, 11, 13, 15, 17, 
19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43). For example, a derivative of a 

30 Tetrahymena L-19 IVS RNA can be constructed in which the nucleotide sequence of the 

active site is complementary to the nucleotide sequence to be cleaved in an NOVX-encoding 
mRNA. See, e.g, U.S. Patent 4,987,071 to Cech, et al and U.S. Patent 5,1 16,742 to Cech, et 
al. NOVX mRNA can also be used to select a catalytic RNA having a specific ribonuclease 
activity from a pool of RNA molecules. See, e.g., Bartel et al, (1993) Science 261:141 1-1418. 
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Alternatively, NOVX gene expression can be inhibited by targeting nucleotide 

sequences complementary to the regulatory region of the NOVX nucleic acid (e.g. , the NOVX 

promoter and/or enhancers) to form triple helical structures (hat prevent transcription of the 

NOVX gene in target cells. See, e.g, Helene, 1991. Anticancer Drug Des. 6: 569-84; Helene, 

5 et al. 1992. Ann. N. Y. Acad. Set 660: 27-36; Maher, 1992. Bioassays 14: 807-15. 

In various embodiments, the NOVX nucleic acids can be modified at the base moiety, 
sugar moiety or phosphate backbone to improve, e.g, the stability, hybridization, or solubility 
of the molecule. For example, the deoxyribose phosphate backbone of the nucleic acids can 
be modified to generate peptide nucleic acids. See, e.g, Hyrup, et al, 1996. BioorgMed 

10 Chem 4: 5-23. As used herein, the terms "peptide nucleic acids" or "PNAs" refer to nucleic 
acid mimics (e.g, DNA mimics) in which the deoxyribose phosphate backbone is replaced by 
a pseudopeptide backbone and only the four natural nucleobases are retained. The neutral 
backbone of PNAs has been shown to allow for specific hybridization to DNA and RNA under 
conditions of low ionic strength. The synthesis of PNA oligomers can be performed using 

1 5 standard solid phase peptide synthesis protocols as described in Hyrup, et al, 1 996. supra] 
Peny-OTCeefe, et al, 1996. Proa Natl Acad. Sci USA 93: 14670-14675. 

PNAs of NOVX can be used in therapeutic and diagnostic applications. For example, 
PNAs can be used as antisense or antigene agents for sequence-specific modulation of gene J 
expression by, e.g, inducing transcription or translation arrest or inhibiting replication. PNAs 

20 of NOVX can also be used, for example, in the analysis of single base pair mutations in a gene 
(e.g., PNA directed PCR clamping; as artificial restriction enzymes when used in combination 
with other enzymes, e.g., S\ nucleases (See, Hyrup, et al, 1996jupra); or as probes or primers 
for DNA sequence and hybridization (See, Hyrup, et al, 1996, supra; Peny-O'Keefe, et al, 
1996. supra). 

25 In another embodiment, PNAs of NOVX can be modified, e.g. , to enhance their 

stability or cellular uptake, by attaching lipophilic or other helper groups to PNA, by fee 
formation of PNA-DNA chimeras, or by the use of liposomes or other techniques of drug 
delivery known in the art. For example, PNA-DNA chimeras of NOVX can be generated that 
may combine the advantageous properties of PNA and DNA. Such chimeras allow DNA 

30 recognition enzymes (e.g. , RNase H and DNA polymerases) to interact wife the DNA portion 
while the PNA portion would provide high binding affinity and specificity. PNA-DNA 
chimeras can be linked using linkers of appropriate lengths selected in terms of base stacking, 
number of bonds between the nucleobases, and orientation (see, Hyrup, et al., 1996. supra). 
The synthesis of PNA-DNA chimeras can be performed as described in Hyrup, et al, 1996. 
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supra and Finn, et al, 1 996. Nucl Acids Res 24: 3357-3363. For example, a DNA chain can 
be synthesized on a solid support using standard phosphoramidite coupling chemistry, and 
modified nucleoside analogs, e.g., S'^-memoxytrity^amino-S'-deoxy-lhymidine 
phosphoramidite, can be used between the PNA and the 5' end of DNA. See, e.g., Mag, et al, 
5 1989. Nucl Acid Res 17: 5973-5988. PNA monomers are then coupled in a stepwise manner 
to produce a chimeric molecule with a 5' PNA segment and a 3' DNA segment. See, e.g., 
Finn, et al., 1996. supra. Alternatively, chimeric molecules can be synthesized with a 5' DNA 
segment and a 3' PNA segment. See, e.g., Petersen, et aL, 1975. Bioorg. Med. Cliem. Lett. 5: 
1119-11124. 

10 In other embodiments, the oligonucleotide may include other appended groups such as 

peptides (e.g., for targeting host cell receptors in vivo), or agents facilitating transport across 
the cell membrane (see, e.g, Letsinger, et al, 1989. Proc. Natl. Acad. Sci. U.S.A. 86: 
6553-6556; Lemaitre, et al., 1987. Proc. Natl Acad. Sci. 84: 648-652; PCT Publication No. 
WO88/09810) or the blood-brain barrier (see, e.g., PCT Publication No. WO 89/10134). In 

1 5 addition, oligonucleotides can be modified with hybridization triggered cleavage agents (see, 
e.g., Krol, et al, 1988. BioTechniques 6:958-976) or intercalating agents (see, e.g., Zon, 1988. 
Pharm. Res. 5: 539-549). To this end, the oligonucleotide may be conjugated to another 
molecule, e.g., a peptide, a hybridization triggered cross-linking agent, a transport agent, a 
hybridization-triggered cleavage agent, and the like. 

20 NOVX Polypeptides 

A polypeptide according to the invention includes a polypeptide including the amino 
acid sequence of NOVX polypeptides whose sequences are provided in SEQ ID NOS:2, 4, 6, 
8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 42 or 44. The invention also 
includes a mutant or variant protein any of whose residues may be changed from the 

25 corresponding residues shown in SEQ ID NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 
30, 32, 34, 26, 28, 40, 42 or 44 while still encoding a protein that maintains its NOVX 
activities and physiological functions, or a functional fragment thereof. 

In general, an NOVX variant that preserves NOVX-like function includes any variant 
in which residues at a particular position in the sequence have been substituted by other amino 

30 acids, and further include the possibility of inserting an additional residue or residues between 
two residues of the parent protein as well as the possibility of deleting one or more residues 
from the parent sequence. Any amino acid substitution, insertion, or deletion is encompassed 
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by the invention. In favorable circumstances, the substitution is a conservative substitution as 
defined above. 

One aspect of the invention pertains to isolated NOVX proteins, and biologically- 
active portions thereof, or derivatives, fragments, analogs or homologs thereof. Also provided 

5 are polypeptide fragments suitable for use as immunogens to raise anti-NOVX antibodies. In 
one embodiment, native NOVX proteins can be isolated from cells or tissue sources by an 
appropriate purification scheme using standard protein purification techniques. In another 
embodiment, NOVX proteins are produced by recombinant DNA techniques. Alternative to 
recombinant expression, an NOVX protein or polypeptide can be synthesized chemically 

1 0 using standard peptide synthesis techniques. 

An "isolated" or "purified" polypeptide or protein or biologically-active portion thereof 
is substantially free of cellular material or other contaminating proteins from the cell or tissue 
source from which the NOVX protein is derived, or substantially free from chemical 
precursors or other chemicals when chemically synthesized. The language "substantially free 

1 5 of cellular material" includes preparations of NOVX proteins in which the protein is separated 
from cellular components of the cells from which it is isolated or recombinantly-produced. In 
one embodiment, the language "substantially free of cellular material" includes preparations of 
NOVX proteins having less than about 30% (by dry weight) of non-NOVX proteins (also 
referred to herein as a "contaminating protein"), more preferably less than about 20% of 

20 non-NOVX proteins, still more preferably less than about 10% of non-NOVX proteins, and 
most preferably less than about 5% of non-NOVX proteins. When the NOVX protein or 
biologically-active portion thereof is recombinantly-produced, it is also preferably 
substantially free of culture medium, i.e., culture medium represents less than about 20%, 
more preferably less than about 10%, and most preferably less than about 5% of the volume of 

25 the NOVX protein preparation. 

The language "substantially free of chemical precursors or other chemicals" includes 
preparations of NOVX proteins in which the protein is separated from chemical precursors or 
other chemicals that are involved in the synthesis of the protein. In one embodiment, the 
language "substantially free of chemical precursors or other chemicals" includes preparations 

30 of NOVX proteins having less than about 30% (by dry weight) of chemical precursors or 
non-NOVX chemicals, more preferably less than about 20% chemical precursors or 
non-NOVX chemicals, still more preferably less than about 10% chemical precursors or 
non-NOVX chemicals, and most preferably less than about 5% chemical precursors or 
non-NOVX chemicals. 
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Biologically-active portions of NOVX proteins include peptides comprising amino 

acid sequences sufficiently homologous to or derived from the amino acid sequences of the 

NOVX proteins (e.g., the ammo acid sequence shown in SEQ ID NOS:2, 4, 6, 8, 10, 12, 14, 

16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 42 or 44) that include fewer amino acids than 

5 the full-length NOVX proteins, and exhibit at least one activity of an NOVX protein. 

Typically, biologically-active portions comprise a domain or motif with at least one activity of 

the NOVX protein. A biologically-active portion of an NOVX protein can be a polypeptide 

which is, for example, 10, 25, 50, 100 or more amino acid residues in length. 

Moreover, other biologically-active portions, in which other regions of the protein are 

10 deleted, can be prepared by recombinant techniques and evaluated for one or more of the 
functional activities of a native NOVX protein. 

In an embodiment, the NOVX protein has an amino acid sequence shown SEQ ID 
NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 42 or 44. In other 
embodiments, the NOVX protein is substantially homologous to SEQ ID NOS:2, 4, 6, 8, 10, 

15 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 42 or 44, and retains the functional 
activity of the protein of SEQ ID NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 
34, 26, 28, 40, 42 or 44, yet differs in amino acid sequence due to natural allelic variation or 
mutagenesis, as described in detail, below. Accordingly, in another embodiment, the NOVX 
protein is a protein that comprises an amino acid sequence at least about 45% homologous to 

20 the amino acid sequence SEQ ID NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 
34, 26, 28, 40, 42 or 44, and retains the functional activity of the NOVX proteins of SEQ ID 
NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 42 or 44. 

Determining Homology Between Two or More Sequences 
25 To determine the percent homology of two amino acid sequences or of two nucleic 

acids, the sequences are aligned for optimal comparison purposes (e.g., gaps can be introduced 
in the sequence of a first amino acid or nucleic acid sequence for optimal alignment with a 
second amino or nucleic acid sequence). The amino acid residues or nucleotides at 
corresponding amino acid positions or nucleotide positions are then compared. When a 
30 position in the first sequence is occupied by the same amino acid residue or nucleotide as the 
corresponding position in the second sequence, then the molecules are homologous at that 
position (z.e., as used herein amino acid or nucleic acid "homology" is equivalent to amino 
acid or nucleic acid "identity"). 
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The nucleic acid sequence homology may be determined as the degree of identity 

between two sequences. The homology may be determined using computer programs known 

in the art, such as GAP software provided in the GCG program package. See, Needleman and 

Wunsch, i970. JMolBiol 48: 443-453. Using GCG GAP software with the following settings 

5 for nucleic acid sequence comparison: GAP creation penalty of 5.0 and GAP extension 
penalty of 0.3, the coding region of the analogous nucleic acid sequences referred to above 
exhibits a degree of identity preferably of at least 70%, 75%, 80%, 85%, 90%, 95%, 98%, or 
99%, with the CDS (encoding) part of the DNA sequence shown in SEQ ID NOS: 1, 3, 5, 7, 9, 
11, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43. 

10 The term "sequence identity" refers to the degree to which two polynucleotide or 

polypeptide sequences are identical on a residue-by-residue basis over a particular region of 
comparison. The term "percentage of sequence identity" is calculated by comparing two 
optimally aligned sequences over that region of comparison, determining the number of 
positions at which the identical nucleic acid base (e.g., A, T, C, G, U, or I, in the case of 

1 5 nucleic acids) occurs in both sequences to yield the number of matched positions, dividing the 
number of matched positions by the total number of positions in the region of comparison (i.e., 
the window size), and multiplying the result by 100 to yield the percentage of sequence 
identity. The term "substantial identity" as used herein denotes a characteristic of a 
polynucleotide sequence, wherein the polynucleotide comprises a sequence that has at least 80 

20 percent sequence identity, preferably at least 85 percent identity and often 90 to 95 percent 
sequence identity, more usually at least 99 percent sequence identity as compared to a 
reference sequence over a comparison region. 

Chimeric and Fusion Proteins 

25 The invention also provides NOVX chimeric or fusion proteins. As used herein, an 

NOVX "chimeric protein" or "fusion protein" comprises an NOVX polypeptide operatively- 
linked to a non-NOVX polypeptide. An "NOVX polypeptide" refers to a polypeptide having 
an amino acid sequence corresponding to an NOVX protein SEQ ID NOS:2, 4, 6, 8, 10, 12, 
14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 42 or 44, whereas a "non-NOVX 

30 polypeptide" refers to a polypeptide having an amino acid sequence corresponding to a protein 
that is not substantially homologous to the NOVX protein, e.g., a protein that is different from 
the NOVX protein and that is derived from the same or a different organism. Within an 
NOVX fusion protein the NOVX polypeptide can correspond to all or a portion of an NOVX 
protein. In one embodiment, an NOVX fusion protein comprises at least one biologically- 
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active portion of an NOVX protein. In another embodiment, an NOVX fusion protein 

comprises at least two biologically-active portions of an NOVX protein. In yet another 
embodiment, an NOVX fusion protein comprises at least three biologically-active portions of 
an NOVX protein. Within the fusion protein, the term "operatively-linked" is intended to 
5 indicate that the NOVX polypeptide and the non-NOVX polypeptide are fused in-frame with 
one another. The non-NOVX polypeptide can be fused to the N-terminus or C-termmus of the 
NOVX polypeptide. 

In one embodiment, the fusion protein is a GST-NOVX fusion protein in which the 
NOVX sequences are fused to the C-terminus of the GST (glutathione S-transferase) 
10 sequences. Such fusion proteins can facilitate the purification of recombinant NOVX 
polypeptides. 

In another embodiment, the fusion protein is an NOVX protein containing a 
heterologous signal sequence at its N-terminus. In certain host cells (e.g., mammalian host 
cells), expression and/or secretion of NOVX can be increased through use of a heterologous 
15 signal sequence. 

In yet another embodiment, the fusion protein is an NOVX-immunoglobulin fusion 
protein in which the NOVX sequences are fused to sequences derived from a member of the 
immunoglobulin protein family. The NOVX-immunoglobulin fusion proteins of the invention 
can be incorporated into pharmaceutical compositions and administered to a subject to inhibit 

20 an interaction between an NOVX ligand and an NOVX protein on the surface of a cell, to 

thereby suppress NOVX-mediated signal transduction in vivo. The NOVX-immunoglobulin 
fusion proteins can be used to affect the bioavailability of an NOVX cognate ligand. 
Inhibition of the NOVX ligand/NOVX interaction may be useful therapeutically for both the 
treatment of proliferative and differentiative disorders, as well as modulating (e.g. promoting 

25 or inhibiting) cell survival. Moreover, the NOVX-immunoglobulin fusion proteins of the 

invention can be used as immunogens to produce anti-NOVX antibodies in a subject, to purify 
NOVX ligands, and in screening assays to identify molecules that inhibit the interaction of 
NOVX with an NOVX ligand. 

An NOVX chimeric or fusion protein of the invention can be produced by standard 

30 recombinant DNA techniques. For example, DNA fragments coding for the different 
polypeptide sequences are ligated together in-frame in accordance with conventional 
techniques, e.g., by employing blunt-ended or stagger-ended termini for ligation, restriction 
enzyme digestion to provide for appropriate termini, filling-in of cohesive ends as appropriate, 
alkaline phosphatase treatment to avoid undesirable joining, and enzymatic ligation. In 
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another embodiment, the fusion gene can be synthesized by conventional techniques including 

automated DNA synthesizers. Alternatively, PCR amplification of gene fragments can be 

carried out using anchor primers that give rise to complementary overhangs between two 

consecutive gene fragments that can subsequently be annealed and reamplified to generate a 

5 chimeric gene sequence {see, e.g., Ausubel, et al. (eds.) CURRENT PROTOCOLS IN MOLECULAR 

BIOLOGY, John Wiley & Sons, 1992), Moreover, many expression vectors are commercially 

available that already encode a fusion moiety (e.g., a GST polypeptide). An NOVX-encoding 

nucleic acid can be cloned into such an expression vector such that the fusion moiety is linked 

in-frame to the NOVX protein. 

10 

NOVX Agonists and Antagonists 

The invention also pertains to variants of the NOVX proteins that function as either 
NOVX agonists (le., mimetics) or as NOVX antagonists. Variants of the NOVX protein can 
be generated by mutagenesis (e.g. , discrete point mutation or truncation of the NOVX protein). 

15 An agonist of the NOVX protein can retain substantially the same, or a subset of, the 

biological activities of the naturally occurring form of the NOVX protein. An antagonist of 
the NOVX protein can inhibit one or more of the activities of the naturally occurring form of 
the NOVX protein by, for example, competitively binding to a downstream or upstream 
member of a cellular signaling cascade which includes the NOVX protein. Thus, specific 

20 biological effects can be elicited by treatment with a variant of limited function. In one 

embodiment, treatment of a subject with a variant having a subset of the biological activities 
of the naturally occurring form of the protein has fewer side effects in a subject relative to 
treatment with the naturally occurring form of the NOVX proteins. 

Variants of the NOVX proteins that function as either NOVX agonists (Le., mimetics) 

25 or as NOVX antagonists can be identified by screening combinatorial libraries of mutants 
(e.g., truncation mutants) of the NOVX proteins for NOVX protein agonist or antagonist 
activity. In one embodiment, a variegated library of NOVX variants is generated by 
combinatorial mutagenesis at the nucleic acid level and is encoded by a variegated gene 
library. A variegated library of NOVX variants can be produced by, for example, 

30 enzymatically ligating a mixture of synthetic oligonucleotides into gene sequences such that a 
degenerate set of potential NOVX sequences is expressible as individual polypeptides, or 
alternatively, as a set of larger fusion proteins (e.g., for phage display) containing the set of 
NOVX sequences therein. There are a variety of methods which can be used to produce 
libraries of potential NOVX variants from a degenerate oligonucleotide sequence. Chemical 
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synthesis of a degenerate gene sequence can be performed in an automatic DNA synthesizer, 
and the synthetic gene then Ugated into an appropriate expression vector. Use of a degenerate 
set of genes allows for the provision, in one mixture, of all of the sequences encoding the 
desired set of potential NOVX sequences. Methods for synthesizing degenerate 
oligonucleotides are well-known within the art. See, e.g., Narang, 1983. Tetrahedron 39: 3; 
Itakura, et al, 1984. Annu. Rev. Biochem. 53: 323; Itakura, et al, 1984. Science 198: 1056; 
Dee, et al, 1983. Nucl. Acids Res. U: 477. 



Polypeptide Libraries 

In addition, libraries of fragments of the NOVX protein coding sequences can be used 
to generate a variegated population of NOVX fragments for screening and subsequent 
selection of variants of an NOVX protein. In one embodiment, a library of coding sequence 
fragments can be generated by treating a double stranded PCR fragment of an NOVX coding 
sequence with a nuclease under conditions wherein nicking occurs only about once per 
molecule, denaturing the double stranded DNA, renaturing the DNA to form double-stranded 
DNA that can include sense/antisense pairs from different nicked products, removing single 
stranded portions from reformed duplexes by treatment with Si nuclease, and ligating the 
resulting fragment library into an expression vector. By this method, expression libraries can 
be derived which encodes N-terminal and internal fragments of various sizes of the NOVX 
proteins. 

Various techniques are known in the art for screening gene products of combinatorial 
libraries made by point mutations or truncation, and for screening cDNA libraries for gene 
products having a selected property. Such techniques are adaptable for rapid screening of the 
gene libraries generated by the combinatorial mutagenesis of NOVX proteins. The most 
widely used techniques, which are amenable to high throughput analysis, for screening large 
gene libraries typically include cloning the gene library into replicable expression vectors, 
transforming appropriate cells with the resulting library of vectors, and expressing the 
combinatorial genes under conditions in which detection of a desired activity facilitates 
isolation of the vector encoding the gene whose product was detected. Recursive ensemble 
mutagenesis (REM), a new technique that enhances the frequency of functional mutants in the 
libraries, can be used in combination with the screening assays to identify NOVX variants. 
See, e.g., Arkin and Yourvan, 1992. Proc. Natl. Acad. Sci. USA 89: 781 1-7815; Delgrave, et 
al., 1993. Protein Engineering 6:321 '-331. 
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Anti-NOVX Antibodies 

Also included in the invention are antibodies to NOVX proteins, or fragments of 
NOVX proteins. The term "antibody" as used herein refers to immunoglobulin molecules and 
immunologically active portions of immunoglobulin (Ig) molecules, i.e., molecules that 
5 contain an antigen binding site that specifically binds (immunoreacts with) an antigen. Such 
antibodies include, but are not limited to, polyclonal, monoclonal, chimeric, single chain, Fab, 
Fab* and F( a y)2 fragments, and an Fab expression library. In general, an antibody molecule 
obtained from humans relates to any of the classes IgG, IgM, IgA, IgE and IgD, which differ 
from one another by the nature of the heavy chain present in the molecule. Certain classes 

10 have subclasses as well, such as IgGi, IgG2, and others. Furthermore, in humans, the light 
chain may be a kappa chain or a lambda chain. Reference herein to antibodies includes a 
reference to all such classes, subclasses and types of human antibody species. 

An isolated NOVX-related protein of the invention may be intended to serve as an 
antigen, or a portion or fragment thereof, and additionally can be used as an immunogen to 

1 5 generate antibodies that immunospecifically bind the antigen, using standard techniques for 
polyclonal and monoclonal antibody preparation. The full-length protein can be used or, 
alternatively, the invention provides antigenic peptide fragments of the antigen for use as 
immunogens. An antigenic peptide fragment comprises at least 6 amino acid residues of the 
amino acid sequence of the full length protein and encompasses an epitope thereof such that an 

20 antibody raised against the peptide forms a specific immune complex with the full length 
protein or with any fragment that contains the epitope. Preferably, the antigenic peptide 
comprises at least 10 amino acid residues, or at least 1 5 amino acid residues, or at least 20 
amino acid residues, or at least 30 amino acid residues. Preferred epitopes encompassed by 
the antigenic peptide are regions of the protein that are located on its surface; commonly these 

25 are hydrophilic regions. 

In certain embodiments of the invention, at least one epitope encompassed by the 
antigenic peptide is a region of NOVX-related protein that is located on the surface of the 
protein, e.g., a hydrophilic region. A hydrophobicity analysis of the human NOVX-related 
protein sequence will indicate which regions of a NOVX-related protein are particularly 

30 hydrophilic and, therefore, are likely to encode surface residues useful for targeting antibody 
production. As a means for targeting antibody production, hydropathy plots showing regions 
of hydrophilicity and hydrophobicity may be generated by any method well known in the art, 
including, for example, the Kyte Doolitfle or the Hopp Woods methods, either with or without 
Fourier transformation. See, e.g., Hopp and Woods, 1981, Proc. Nat Acad Set USA 78: 
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3824-3828; Kyte and Doolittle 1982, /. Mol Biol 157: 105-142, each of which is incorporated 
herein by reference in its entirety. Antibodies that are specific for one or more domains within 
an antigenic protein, or derivatives, fragments, analogs or homologs thereof, are also provided 
herein. 

5 A protein of the invention, or a derivative, fragment, analog, homolog or ortholog 

thereof, may be utilized as an immunogen in the generation of antibodies that 
immunospecifically bind these protein components. 

Various procedures known within the art may be used for the production of polyclonal 
or monoclonal antibodies directed against a protein of the invention, or against derivatives, 
10 fragments, analogs homologs or orthologs thereof (see, for example, Antibodies: A Laboratory 
Manual, Harlow and Lane, 1988, Cold Spring Harbor Laboratory Press, Cold Spring Harbor, 
NY, incorporated herein by reference). Some of these antibodies are discussed below. 

Polyclonal Antibodies 

1 5 For the production of polyclonal antibodies, various suitable host animals (e.g., rabbit, 

goat, mouse or other mammal) may be immunized by one or more injections with the native 
protein, a synthetic variant thereof, or a derivative of the foregoing. An appropriate 
immunogenic preparation can contain, for example, the naturally occurring immunogenic 
protein, a chemically synthesized polypeptide representing the immunogenic protein, or a 

20 recombinantly expressed immunogenic protein. Furthermore, the protein may be conjugated 
to a second protein known to be immunogenic in the mammal being immunized. Examples of 
such immunogenic proteins include but are not limited to keyhole limpet hemocyanin, serum 
albumin, bovine thyroglobulin, and soybean trypsin inhibitor. The preparation can further 
include an adjuvant. Various adjuvants used to increase the immunological response include, 

25 but are not limited to, Freund's (complete and incomplete), mineral gels (e.g., aluminum 
hydroxide), surface active substances (e.g., lysolecithin, pluronic polyols, polyanions, 
peptides, oil emulsions, dinitrophenol, etc.), adjuvants usable in humans such as Bacille 
Calmette-Guerin and Corynebacterium parvum, or similar immunostimulatory agents. 
Additional examples of adjuvants which can be employed include MPL-TDM adjuvant 

30 (monophosphoryl Lipid A, synthetic trehalose dicorynomycolate). 

The polyclonal antibody molecules directed against the immunogenic protein can be 
isolated from the mammal (e.g., from the blood) and further purified by well known 
techniques, such as affinity chromatography using protein A or protein G, which provide 
primarily the IgG fraction of immune serum. Subsequently, or alternatively, the specific 
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antigen which is the target of the immunoglobulin sought, or an epitope thereof, may be 
immobilized on a column to purify the immune specific antibody by immunoaffinity 
chromatography. Purification of immunoglobulins is discussed, for example, by D. Wilkinson 
(The Scientist, published by The Scientist, Inc., Philadelphia PA, Vol. 14, No. 8 (April 17, 
5 2000), pp. 25-28). 



Monoclonal Antibodies 

The term "monoclonal antibody" (MAb) or "monoclonal antibody composition", as 
used herein, refers to a population of antibody molecules that contain only one molecular 

10 species of antibody molecule consisting of a unique light chain gene product and a unique 
heavy chain gene product In particular, the complementarity determining regions (CDRs) of 
the monoclonal antibody are identical in all the molecules of the population. MAbs thus 
contain an antigen binding site capable of immunoreacting with a particular epitope of the 
antigen characterized by a unique binding affinity for it. 

1 5 Monoclonal antibodies can be prepared using hybridoma methods, such as those 

described by Kohler and Milstein, Nature, 256:495 (1975). In a hybridoma method, a mouse, 
hamster, or other appropriate host animal, is typically immunized with an immunizing agent to 
elicit lymphocytes that produce or are capable of producing antibodies that will specifically 
bind to the immunizing agent. Alternatively, the lymphocytes can be immunized in vitro. 

20 The immunizing agent will typically include the protein antigen, a fragment thereof or 

a fusion protein thereof. Generally, either peripheral blood lymphocytes are used if cells of 
human origin are desired, or spleen cells or lymph node cells are used if non-human 
mammalian sources are desired. The lymphocytes are then fused with an immortalized cell 
line using a suitable fusing agent, such as polyethylene glycol, to form a hybridoma cell 

25 (Goding, Monoclonal Antibodies: Principles and Practice, Academic Press, (1 986) pp. 
59-103). Immortalized cell lines are usually transformed mammalian cells, particularly 
myeloma cells of rodent, bovine and human origin. Usually, rat or mouse myeloma cell lines 
are employed. The hybridoma cells can be cultured in a suitable culture medium that 
preferably contains one or more substances that inhibit the growth or survival of the unfiised, 

30 immortalized cells. For example, if the parental cells lack the enzyme hypoxanthine guanine 
phosphoribosyl transferase (HGPRT or HPRT), the culture medium for the hybridomas 
typically will include hypoxanthine, aminopterin, and thymidine ("HAT medium"), which 
substances prevent the growth of HGPRT-deficient cells. 
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Preferred immortalized cell lines are those that ruse efficiently, support stable high 
level expression of antibody by the selected antibody-producing cells, and are sensitive to a 
medium such as HAT medium. More preferred immortalized cell lines are murine myeloma 
lines, which can be obtained, for instance, from the Salk Institute Cell Distribution Center, San 
5 Diego, California and the American Type Culture Collection, Manassas, Virginia. Human 
myeloma and mouse-human heteromyeloma cell lines also have been described for the 
production of human monoclonal antibodies (Kozbor, J. Immunol, 133:3001 (1984); Brodeur 
et aL, Monoclonal Antibody Production Techniques and Applications, Marcel 
Dekker, Inc., New York, (1987) pp. 51-63). 

10 The culture medium in which the hybridoma cells are cultured can then be assayed for 

the presence of monoclonal antibodies directed against the antigen. Preferably, the binding 
specificity of monoclonal antibodies produced by the hybridoma cells is determined by 
immunoprecipitation or by an in vitro binding assay, such as radioimmunoassay (RJA) or 
enzyme-linked immunoabsorbent assay (ELISA). Such techniques and assays are known in 

15 the art. The binding affinity of the monoclonal antibody can, for example, be determined by 
the Scatchard analysis of Munson and Pollard, Anal. Biochem., 107:220 (1980). Preferably, 
antibodies having a high degree of specificity and a high binding affinity for the target antigen 
are isolated. 

After the desired hybridoma cells are identified, the clones can be subcloned by 
20 limiting dilution procedures and grown by standard methods. Suitable culture media for this 
purpose include, for example, Dulbecco's Modified Eagle's Medium and RPM-1640 medium. 
Alternatively, the hybridoma cells can be grown in vivo as ascites in a mammal. 

The monoclonal antibodies secreted by the subclones can be isolated or purified from 
the culture medium or ascites fluid by conventional immunoglobulin purification procedures 
25 such as, for example, protein A-Sepharose, hydroxylapatite chromatography, gel 
electrophoresis, dialysis, or affinity chromatography. 

The monoclonal antibodies can also be made by recombinant DNA methods, such as 
those described in U.S. Patent No. 4,816,567. DNA encoding the monoclonal antibodies of 
the invention can be readily isolated and sequenced using conventional procedures (e.g., by 
30 using oligonucleotide probes that are capable of binding specifically to genes encoding the 

heavy and light chains of murine antibodies). The hybridoma cells of the invention serve as a 
preferred source of such DNA. Once isolated, the DNA can be placed into expression vectors, 
which are then transfected into host cells such as simian COS cells, Chinese hamster ovary 
(CHO) cells, or myeloma cells that do not otherwise produce immunoglobulin protein, to 
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obtain the synthesis of monoclonal antibodies in the recombinant host cells. The DNA also 

can be modified, for example, by substituting the coding sequence for human heavy and light 

chain constant domains in place of the homologous murine sequences (U.S. Patent No. 

4,816,567; Morrison, Nature 368, 812-13 (1994)) or by covalentiy joining to the 

5 immunoglobulin coding sequence all or part of the coding sequence for a non-immunoglobulin 

polypeptide. Such a non-immunoglobulin polypeptide can be substituted for the constant 

domains of an antibody of the invention, or can be substituted for the variable domains of one 

antigen-combining site of an antibody of the invention to create a chimeric bivalent antibody. 



10 Humanized Antibodies 

The antibodies directed against the protein antigens of the invention can further 
comprise humanized antibodies or human antibodies. These antibodies are suitable for 
administration to humans without engendering an immune response by the human against the 
administered immunoglobulin. Humanized forms of antibodies are chimeric immunoglobulins, 

1 5 immunoglobulin chains or fragments thereof (such as Fv, Fab, Fab 1 , F(ab , )2 or other antigen- 
binding subsequences of antibodies) that are principally comprised of the sequence of a human 
immunoglobulin, and contain minimal sequence derived from a non-human immunoglobulin. 
Humanization can be performed following the method of Winter and co-workers (Jones et al., 
Nature, 321 :522-525 (1986); Riechmann et al. Nature, 332:323-327 (1988); Verhoeyen et al, 

20 Science, 239: 1 534-1 536 (1 988)), by substituting rodent CDRs or CDR sequences for the 

corresponding sequences of a human antibody. (See also U.S. Patent No. 5,225,539.) In some 
instances," Fv framework residues of the human immunoglobulin are replaced by 
corresponding non-human residues. Humanized antibodies can also comprise residues which 
are found neither in the recipient antibody nor in the imported CDR or framework sequences. 

25 In general, the humanized antibody will comprise substantially all of at least one, and typically 
two, variable domains, in which all or substantially all of the CDR regions correspond to those 
of a non-human immunoglobulin and all or substantially all of the framework regions are 
those of a human immunoglobulin consensus sequence. The humanized antibody optimally 
also will comprise at least a portion of an immunoglobulin constant region (Fc), typically that 

30 of a human immunoglobulin (Jones et al, 1986; Riechmann et al, 1988; and Presta, Curr. Op. 
Struct Bibl, 2:593-596 (1992)). 
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Human Antibodies 

Fully human antibodies relate to antibody molecules in which essentially the entire 
sequences of both the light chain and the heavy chain, including the CDRs, arise from human 
5 genes. Such antibodies are termed "human antibodies", or "folly human antibodies" herein. 
Human monoclonal antibodies can be prepared by the trioma technique; the human B-cell 
hybridoma technique (see Kozbor, et al., 1983 Immunol Today 4: 72) and the EBV hybridoma 
technique to produce human monoclonal antibodies (see Cole, et al., 1985 In: MONOCLONAL 
Antibodies and Cancer Therapy, Alan R. Liss, Inc., pp. 77-96). Human monoclonal 

1 0 antibodies may be utilized in the practice of the present invention and may be produced by 
using human hybridomas (see Cote, et al., 1983. Proc Natl Acad Sci USA 80: 2026-2030) or 
by transforming human B-cells with Epstein Barr Virus in vitro (see Cole, et al, 1985 In: 
Monoclonal Antibodies and Cancer Therapy, Alan R. Liss, Inc., pp. 77-96). 

In addition, human antibodies can also be produced using additional techniques, 

15 including phage display libraries (Hoogenboom and Winter, J. Mol Biol, 227:381 (1991); 
Marks et al., J. Mol Biol, 222:581 (1991)). Similarly, human antibodies can be made by 
introducing human immunoglobulin loci into transgenic animals, e.g., mice in which the 
endogenous immunoglobulin genes have been partially or completely inactivated. Upon 
challenge, human antibody production is observed, which closely resembles that seen in 

20 humans in all respects, including gene rearrangement, assembly, and antibody repertoire. This 
approach is described, for example, in U.S. Patent Nos. 5,545,807; 5,545,806; 5,569,825; 
5,625,126; 5,633,425; 5,661,016, and in Marks et al. {Bio/Technology 10, 779-783 (1992)); 
Lonberg et al. {Nature 368 856-859 (1994)); Morrison ( Nature 368, 812-13 (1994)); Fishwild 
et al,( Nature Biotechnology 14, 845-51 (1996)); Neuberger {Nature Biotechnology 14, 826 

25 (1996)); and Lonberg and Huszar {Intern. Rev. Immunol 13 65-93 (1995)). 

Human antibodies may additionally be produced using transgenic nonhuman animals 
which are modified so as to produce folly human antibodies rather than the animal's 
endogenous antibodies in response to challenge by an antigen. (See PCT publication 
WO94/02602). The endogenous genes encoding the heavy and light immunoglobulin chains in- 

30 the nonhuman host have been incapacitated, and active loci encoding human heavy and light 
chain immunoglobulins are inserted into the host's genome. The human genes are 
incorporated, for example, using yeast artificial chromosomes containing the requisite human 
DNA segments. An animal which provides all the desired modifications is then obtained as 
progeny by crossbreeding intermediate transgenic animals containing fewer than the foil 
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complement of the modifications. The preferred embodiment of such a nonhuman animal is a 
mouse, and is termed the Xenomouse™ as disclosed in PCT publications WO 96/33735 and 
WO 96/34096. This animal produces B cells which secrete fully human immunoglobulins. 
The antibodies can be obtained directly from the animal after immunization with an 
5 immunogen of interest, as, for example, a preparation of a polyclonal antibody, or alternatively 
from immortalized B cells derived from the animal, such as hybridomas producing 
monoclonal antibodies. Additionally, the genes encoding the immunoglobulins with human 
variable regions can be recovered and expressed to obtain the antibodies directly, or can be 
further modified to obtain analogs of antibodies such as, for example, single chain Fv 
10 molecules. 

An example of a method of producing a nonhuman host, exemplified as a mouse, 
lacking expression of an endogenous immunoglobulin heavy chain is disclosed in U.S. Patent 
No. 5,939,598. It can be obtained by a method including deleting the J segment genes from at 
least one endogenous heavy chain locus in an embryonic stem cell to prevent rearrangement of 

15 the locus' and to prevent formation of a transcript of a rearranged immunoglobulin heavy chain 
locus, the deletion being effected by a targeting vector containing a gene encoding a selectable 
marker; and producing from the embryonic stem cell a transgenic mouse whose somatic and 
germ cells contain the gene encoding the selectable marker. 

A method for producing an antibody of interest, such as a human antibody, is disclosed 

20 in U.S. Patent No. 5,9 1 6,77 1 . It includes introducing an expression vector that contains a 
nucleotide sequence encoding a heavy chain into one mammalian host cell in culture, 
introducing an expression vector containing a nucleotide sequence encoding a light chain into 
another mammalian host cell, and fusing the two cells to form a hybrid cell. The hybrid cell 
expresses an antibody containing the heavy chain and the light chain. 

25 In a further improvement on this procedure, a method for identifying a clinically 

relevant epitope on an immunogen, and a correlative method for selecting an antibody that 
binds immunospecifically to the relevant epitope with high affinity, are disclosed in PCT 
publication WO 99/53049. 

30 F ab Fragments and Single Chain Antibodies 

According to the invention, techniques can be adapted for the production of 
single-chain antibodies specific to an antigenic protein of the invention (see e.g., U.S. Patent 
No. 4,946,778). In addition, methods can be adapted for the construction of Fab expression 
libraries (see e.g., Huse, et al., 1989 Science 246: 1275-1281) to allow rapid and effective 
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identification of monoclonal F ab fragments with the desired specificity for a protein or 
derivatives, fragments, analogs or homologs thereof. Antibody fragments that contain the 
idiotypes to a protein antigen may be produced by techniques known in the art including, but 
not limited to: (i) an fragment produced by pepsin digestion of an antibody molecule; (ii) 
5 an fragment generated by reducing the disulfide bridges of an F m2 fragment; (iii) an Fab 
fragment generated by the treatment of the antibody molecule with papain and a reducing 
agent and (iv) F v fragments. 

Bispecific Antibodies 

10 Bispecific antibodies are monoclonal, preferably human or humanized, antibodies that 

have binding specificities for at least two different antigens. In the present case, one of the 
binding specificities is for an antigenic protein of the invention. The second binding target is 
any other antigen, and advantageously is a cell-surface protein or receptor or receptor subunit. 
Methods for making bispecific antibodies are known in the art. Traditionally, the 
15 recombinant production of bispecific antibodies is based on the co-expression of two 

immunoglobulin heavy-chain/light-chain pairs, where the two heavy chains have different 
specificities (Milstein and Cuello, Nature, 305:537-539 (1983)). Because of the random 
assortment of immunoglobulin heavy and light chains, these hybridomas (quadromas) produce 
a potential mixture often different antibody molecules, of which only one has the correct 
20 bispecific structure. The purification of the correct molecule is usually accomplished by 

affinity chromatography steps. Similar procedures are disclosed in WO 93/08829, published 
13 May 1993, and in Traunecker et al, 1991 EMBOJ., 10:3655-3659. 

Antibody variable domains with the desired binding specificities (antibody-antigen 
combining sites) can be fused to immunoglobulin constant domain sequences. The fusion 
25 preferably is with an immunoglobulin heavy-chain constant domain, comprising at least part 
of the hinge, CH2, and CH3 regions. It is preferred to have the first heavy-chain constant 
region (CHI) containing the site necessary for light-chain binding present in at least one of the 
fusions. DNAs encoding the immunoglobulin heavy-chain fusions and, if desired, the 
immunoglobulin light chain, are inserted into separate expression vectors, and are co- 
30 transfected into a suitable host organism. For further details of generating bispecific 
antibodies see, for example, Suresh et al, Methods in Enzymology, 121:210 (1986). 

According to another approach described in WO 96/2701 1, the interface between a pair 
of antibody molecules can be engineered to maximize the percentage of heterodimers which 
are recovered from recombinant cell culture. The preferred interface comprises at least a part 
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of the CH3 region of an antibody constant domain. In this method, one or more small amino 
acid side chains from the interface of the first antibody molecule are replaced with larger side 
chains (e.g. tyrosine or tryptophan). Compensatory "cavities" of identical or similar size to the 
large side.chain(s) are created on the interface of the second antibody molecule by replacing 
5 large amino acid side chains with smaller ones (e.g. alanine or threonine). This provides a 
mechanism for increasing the yield of the heterodimer over other unwanted end-products such 
as homodimers. 

Bispecific antibodies can be prepared as full length antibodies or antibody fragments 
(e.g. F(ab')2 bispecific antibodies). Techniques for generating bispecific antibodies from 

10 antibody fragments have been described in the literature. For example, bispecific antibodies 
can be prepared using chemical linkage. Brennan et al., Science 229:81 (1985) describe a 
procedure wherein intact antibodies are proteolytically cleaved to generate F(ab') 2 fragments. 
These fragments are reduced in the presence of the dithiol comRho-Interacting Proteing agent 
sodium arsenite to stabilize vicinal dithiols and prevent intennolecular disulfide formation. 

15 The Fab 5 fragments generated are then converted to thionitrobenzoate (TNB) derivatives. One 
of the Fab'-TNB derivatives is then reconverted to the Fab'-thiol by reduction with 
mercaptoethylamine and is mixed with an equimolar amount of the other Fab'-TNB derivative 
to form the bispecific antibody. The bispecific antibodies produced can be used as agents for 
the selective immobilization of enzymes. 

20 Additionally, Fab' fragments can be directly recovered from E. coli and chemically 

coupled to form bispecific antibodies. Shalaby et al., J. Exp. Med. 175:217-225 (1992) 
describe the production of a fully humanized bispecific antibody F(ab 5 )2 molecule. Each Fab 5 
fragment was separately secreted from E. coli and subjected to directed chemical coupling in 
vitro to form the bispecific antibody. The bispecific antibody thus formed was able to bind to 

25 cells overexpressing the ErbB2 receptor and normal human T cells, as well as trigger the lytic 
activity of human cytotoxic lymphocytes against human breast tumor targets. 

Various techniques for making and isolating bispecific antibody fragments directly 
from recombinant cell culture have also been described. For example, bispecific antibodies 
have been produced using leucine zippers. Kostelny et al., J. Immunol 148(5): 1 547-1 553 

30 (1992). The leucine zipper peptides from the Fos and Jun proteins were linked to the Fab 5 
portions of two different antibodies by gene fusion. The antibody homodimers were reduced 
at the hinge region to form monomers and then re-oxidized to form the antibody heterodimers. 
This method can also be utilized for the production of antibody homodimers. The "diabody" 
technology described by Hollinger et al., Proc. Natl Acad. Sci USA 90:6444-6448 (1993) has 
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provided an alternative mechanism for making bispecific antibody fragments. The fragments 

comprise a heavy-chain variable domain (V H ) connected to a light-chain variable domain (V L ) 

by a linker which is too short to allow pairing between the two domains on the same chain. 

Accordingly, the V H and V L domains of one fragment are forced to pair with the 

5 complementary V L and V H domains of another fragment, thereby forming two antigen-binding 

sites. Another strategy for making bispecific antibody fragments by the use of single-chain Fv 

(sFv)dimers has also been reported. See, Gruber et al., J. Immunol 152:5368(1994). 

Antibodies with more than two valencies are contemplated. For example, trispecific 

antibodies can be prepared. Tutt et al., X Immunol 147:60 (1991). 

10 Exemplaiy bispecific antibodies can bind to two different epitopes, at least one of 

which originates in the protein antigen of the invention. Alternatively, an anti-antigenic arm 
of an immunoglobulin molecule can be combined with an arm which binds to a triggering 
molecule on a leukocyte such as a T-cell Teceptor molecule (e.g. CD2, CD3, CD28, ot B7), or 
Fc receptors for IgG (FcyR), such as FcyRI (CD64), FcyRII (CD32) and FcyRm (CD16) so as 

1 5 to focus cellular defense mechanisms to the cell expressing the particular antigen. Bispecific 
antibodies can also be used to direct cytotoxic agents to cells which express a particular 
antigen. These antibodies possess an antigen-binding arm and an arm which binds a cytotoxic 
agent or a radionuclide chelator, such as EOTUBE, DPTA, DOTA, or TETA. Another 
bispecific antibody of interest binds the protein antigen described herein and further binds 

20 tissue factor (TF). 



Heteroconjugate Antibodies 

Heteroconjugate antibodies are also within the scope of the present invention. 
Heteroconjugate antibodies are composed of two covalently joined antibodies. Such 
antibodies have, for example, been proposed to target immune system cells to unwanted cells 
(U.S. Patent No. 4,676,980), and for treatment of HIV infection (WO 91/00360; WO 
92/200373; EP 03089). It is contemplated that the antibodies can be prepared in vitro using 
known methods in synthetic protein chemistry, including those involving crosslinking agents. 
For example, immunotoxins can be constructed using a disulfide exchange reaction or by 
forming a thioether bond. Examples of suitable reagents for this purpose include iminothiolate 
and me%l-4-mercaptobutyrimidate and those disclosed, for example, in U.S. Patent No. 
4,676,980. 
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Effector Function Engineering 

It can be desirable to modify the antibody of the invention with respect to effector 
function, so as to enhance, e.g., the effectiveness of the antibody in treating cancer. For 
5 example, cysteine residue(s) can be introduced into the Fc region, thereby allowing interchain 
disulfide bond formation in this region. The homodimeric antibody thus generated can have 
improved internalization capability and/or increased complement-mediated cell killing and 
antibody-dependent cellular cytotoxicity (ADCC). See Caron et al., J. Exp Med., 176: 1 191- 
1195 (1992) and Shopes, J. Immunol., 148: 2918-2922 (1992). Homodimeric antibodies with 
10 enhanced anti-tumor activity can also be prepared using heterobifunctional cross-linkers as 
described in Wolff et al. Cancer Research, 53: 2560-2565 (1993). Alternatively, an antibody 
can be engineered that has dual Fc regions and can thereby have enhanced complement lysis 
and ADCC capabilities. See Stevenson et al, Anti-Cancer Drug Design, 3: 219-230 (1989). 

15 Immunoconjugates 

The invention also pertains to immunoconjugates comprising an antibody conjugated 
to a cytotoxic agent such as a chemotherapeutic agent, toxin (e.g., an enzymatically active 
toxin of bacterial, fungal, plant, or animal origin, or fragments thereof), or a radioactive 
isotope (i.e., a radioconjugate). 

20 Chemotherapeutic agents useful in the generation of such immunoconjugates have 

been described above. Enzymatically active toxins and fragments thereof that can be used 
include diphtheria A chain, nonbinding active fragments of diphtheria toxin, exotoxin A chain 
(from Pseudomonas aeruginosa), ricin A chain, abrin A chain, modeccin A chain, alpba-sarcin, 
Aleurites fordii proteins, dianthin proteins, Phytolaca americana proteins (PAPI, PAPII, and 

25 PAP-S), momordica charantia inhibitor, curcin, crotin, sapaonaria officinalis inhibitor, 

gelonin, mitogellin, restrictocin, phenomycin, enomycin, and the tricothecenes. A variety of 
radionuclides are available for the production of radioconjugated antibodies. Examples 
include 212 Bi, 131 1, 131 In, 90 Y, and 186 Re. 

Conjugates of the antibody and cytotoxic agent are made using a variety of 

30 Afunctional protein-coupling agents such as N-succinimidyl-3-(2-pyridyldithiol) propionate 
(SPDP), iminothiolane (IT), bifimctional derivatives of imidoesters (such as dimethyl 
adipimidate HCL), active esters (such as disuccinimidyl suberate), aldehydes (such as 
glutareldehyde), bis-azido compounds (such as bis (p-azidobenzoyl) hexanediamine), bis- 
diazonium derivatives (such as bis-(p-diazoniumbenzoyl)-etbylenediamine), diisocyanates 
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(such as tolyene 2,6-diisocyanate), and bis-active fluorine compounds (such as 1,5-difluoro- 

2,4-dinitrobenzene). For example, a ricin immunotoxin can be prepared as described in 

Vitetta et aL, Science, 238: 1098 (1987). Carbon- 14-labeled l-isothiocyanatobenzyl-3- 

methyldiethylene triaminepentaacetic acid (MX-DTPA) is an exemplary chelating agent for 

5 conjugation of radionucleotide to the antibody. See W094/1 1026. 

In another embodiment, the antibody can be conjugated to a "receptor 11 (such 

streptavidin) for utilization in tumor pretargeting wherein the antibody-receptor conjugate is 

administered to the patient, followed by removal of unbound conjugate from the circulation 

using a clearing agent and then administration of a "ligand" (e.g., avidin) that is in turn 

10 conjugated to a cytotoxic agent. 

In one embodiment, methods for the screening of antibodies that possess the desired 
specificity include, but are not limited to, enzyme-linked immunosorbent assay (ELISA) and 
other immunologically-mediated techniques known within the art. In a specific embodiment, 
selection of antibodies that are specific to a particular domain of an NO VX protein is 

1 5 facilitated by generation of hybridomas that bind to the fragment of an NOVX protein 

possessing such a domain. Thus, antibodies that are specific for a desired domain within an 
NOVX protein, or derivatives, fragments, analogs or homologs thereof, are also provided 
herein. 

Anti-NOVX antibodies may be used in methods known within the art relating to the 
20 localization and/or quantitation of an NOVX protein (e.g., for use in measuring levels of the 
NOVX protein within appropriate physiological samples, for use in diagnostic methods, for 
use in imaging the protein, and the like). In a given embodiment, antibodies for NOVX 
proteins, or derivatives, fragments, analogs or homologs thereof, that contain the antibody 
derived binding domain, are utilized as pharmacologically-active compounds (hereinafter 
25 "Therapeutics"). 

An anti-NOVX antibody (e.g 9 monoclonal antibody) can be used to isolate an NOVX 
polypeptide by standard techniques, such as affinity chromatography or immunoprecipitation. 
An anti-NOVX antibody can facilitate the purification of natural NOVX polypeptide from 
cells and of recombinantly-produced NOVX polypeptide expressed in host cells. Moreover, 
30 an anti-NOVX antibody can be used to detect NOVX protein (e.g. y in a cellular lysate or cell 
supernatant) in order to evaluate the abundance and pattern of expression of the NOVX 
protein. Anti-NOVX antibodies can be used diagnostically to monitor protein levels in tissue 
as part of a clinical testing procedure, e.g., to, for example, determine the efficacy of a given 
treatment regimen. Detection can be facilitated by coupling (i.e., physically linking) the 
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antibody to a detectable substance. Examples of detectable substances include various 

enzymes, prosthetic groups, fluorescent materials, luminescent materials, bioluminescent 

materials, and radioactive materials. Examples of suitable enzymes include horseradish 

peroxidase, alkaline phosphatase, p-galactosidase, or acetylcholinesterase; examples of 

5 suitable prosthetic group complexes include streptavidinftiotin and avidin/biotin; examples of 

suitable fluorescent materials include umbelliferone, fluorescein, fluorescein isothiocyanate, 

rhodamine, dichlorotriazmylamine fluorescein, dansyl chloride or phycoerythrin; an example 

of a luminescent material includes luminol; examples of bioluminescent materials include 

• • 125 

luciferase, luciferin, and aequorin, and examples of suitable radioactive material include I, 
10 131 I, 35 Sor 3 H. 

NOVX Recombinant Expression Vectors and Host Cells 

Another aspect of the invention pertains to vectors, preferably expression vectors, 
containing a nucleic acid encoding an NOVX protein, or derivatives, fragments, analogs or 

1 5 homologs thereof. As used herein, the term " vector" refers to a nucleic acid molecule capable 
of transporting another nucleic acid to which it has been linked. One type of vector is a 
"plasmid" , which refers to a circular double stranded DNA loop into which additional DNA 
segments can be ligated. Another type of vector is a viral vector, wherein additional DNA 
segments can be ligated into the viral genome. Certain vectors are capable of autonomous 

20 replication in a host cell into which they are introduced (e.g., bacterial vectors having a 
bacterial origin of replication and episomal mammalian vectors). Other vectors (e.g., 
non-episomal mammalian vectors) axe integrated into the genome of a host cell upon 
introduction into the host cell, and thereby are replicated along with the host genome. 
Moreover, certain vectors are capable of directing the expression of genes to which they are 

25 operatively-linked. Such vectors are referred to herein as "expression vectors" . In general, 

expression vectors of utility in recombinant DNA techniques are often in the form of plasmids. 
In the present specification, "plasmid" and " vector" can be used interchangeably as the 
plasmid is the most commonly used form of vector. However, the invention is intended to 
include such other forms of expression vectors, such as viral vectors (e.g., replication defective 

30 retroviruses, adenoviruses and adeno-associated viruses), which serve equivalent functions. 

The recombinant expression vectors of the invention comprise a nucleic acid of the 
invention in a form suitable for expression of the nucleic acid in a host cell,- which means that 
the recombinant expression vectors include one or more regulatory sequences, selected on the 
basis of the host cells to be used for expression, that is operatively-linked to the nucleic acid 
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sequence to be expressed Within a recombinant expression vector, "operably-linked" is 

intended to mean that the nucleotide sequence of interest is linked to the regulatory 
sequence(s) in a manner that allows for expression of the nucleotide sequence (e.g., in an in 
vitro transcription/translation system or in a host cell when the vector is introduced into the 
5 host cell). 

The term "regulatory sequence" is intended to includes promoters, enhancers and other 
expression control elements (e.g., polyadenylation signals). Such regulatory sequences are 
described, for example, in Goeddel, Gene Expression Technology: Methods in 
ENZYMOLOGY 185, Academic Press, San Diego, Calif. (1990). Regulatory sequences include 
10 those that direct constitutive expression of a nucleotide sequence in many types of host cell 
and those that direct expression of the nucleotide sequence only in certain host cells (e.g., 
tissue-specific regulatory sequences). It will be appreciated by those skilled in the art that the 
design of the expression vector can depend on such factors as the choice of the host cell to be 
transformed, the level of expression of protein desired, etc. The expression vectors of the 

1 5 invention can be introduced into host cells to thereby produce proteins or peptides, including 
fusion proteins or peptides, encoded by nucleic acids as described herein (e.g., NOVX 
proteins, mutant forms of NOVX proteins, fusion proteins, etc.). 

The recombinant expression vectors of the invention can be designed for expression of 
NOVX proteins in prokaryotic or eukaryotic cells. For example, NOVX proteins can be 

20 expressed in bacterial cells such as Escherichia coli, insect cells (using baculovirus expression 
vectors) yeast cells or mammalian cells. Suitable host cells are discussed further in Goeddel, 
Gene Expression Technology: Methods in Enzymology 185, Academic Press, San 
Diego, Calif. (1990). Alternatively, the recombinant expression vector can be transcribed and 
translated in vitro, for example using T7 promoter regulatory sequences and T7 polymerase. 

25 Expression of proteins in prokaryotes is most often carried out in Escherichia coli with 

vectors containing constitutive or inducible promoters directing the expression of either fusion 
or non-fusion proteins. Fusion vectors add a number of amino acids to a protein encoded 
therein, usually to the amino terminus of the recombinant protein. Such fusion vectors 
typically serve three purposes: (i) to increase expression of recombinant protein; (it) to 

30 increase the solubility of the recombinant protein; and (Hi) to aid in the purification of the 

recombinant protein by acting as a ligand in affinity purification. Often, in fusion expression 
vectors, a proteolytic cleavage site is introduced at the junction of the fusion moiety and the 
recombinant protein to enable separation of the recombinant protein from the fusion moiety 
subsequent to purification of the fusion protein. Such enzymes, and their cognate recognition 
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sequences, include Factor Xa, thrombin and enterokinase. Typical fusion expression vectors 

include pGEX (Pharmacia Biotech Inc; Smith and Johnson, 1988. Gene 67: 31-40), pMAL 

(New England Biolabs, Beverly, Mass.) and pRTT5 (Pharmacia, Piscataway, N.J.) that fuse 

glutathione S-transferase (GST), maltose E binding protein, or protein A, respectively, to the 

5 target recombinant protein. 

Examples of suitable inducible non-fusion E. coli expression vectors include pTrc 

(Amrann et ai, (1988) Gene 69:301-315) and pET 1 Id (Studier et al. y GENE EXPRESSION 

Technology: Methods in Enzymology 185, Academic Press, San Diego, Calif. (1990) 

60-89). 

10 One strategy to maximize recombinant protein expression in E. coli is to express the 

protein in a host bacteria with an impaired capacity to proteolytically cleave the recombinant 
protein. See, e.g. t Gottesman, GENE EXPRESSION Technology: Methods IN ENZYMOLOGY 
185, Academic Press, San Diego, Calif. (1990) 119-128. Another strategy is to alter the 
nucleic acid sequence of the nucleic acid to be inserted into an expression vector so that the 

15 individual codons for each amino acid are those preferentially utilized in E. coli (see, e.g., 
Wada, et aU 1992. NucL Acids Res. 20: 2111-211 8). Such alteration of nucleic acid 
sequences of the invention can be carried out by standard DNA synthesis techniques. 

In another embodiment, the NOVX expression vector is a yeast expression vector. 
Examples of vectors for expression in yeast Saccharomyces cerivisae include pYepSecl 

20 (Baldari, et al, 1987. EMBOJ. 6: 229-234), pMFa (Kurjan and Herskowitz, 1982. Cell 30: 
933-943), pJRY88 (Schultz et al 9 1987. Gene 54: 1 13-123), pYES2 (Invitrogen Corporation, 
San Diego, Calif.), and picZ (InVitrogen Corp, San Diego, Calif.). 

Alternatively, NOVX can be expressed in insect cells using baculovirus expression 
vectors. Baculovirus vectors available for expression of proteins in cultured insect cells (e.g., 

25 SF9 cells) include the pAc series (Smith, et ah, 1983. Mol Cell Biol 3: 2156-2165) and the 
pVL series (Lucklow and Summers, 1989. Virology 170: 31-39). 

In yet another embodiment, a nucleic acid of the invention is expressed in mammalian 
cells using a mammalian expression vector. Examples of mammalian expression vectors 
include pCDM8 (Seed, 1987. Nature 329: 840) and pMT2PC (Kaufman, et al, 1987. EMBO 

30 J. 6: 187-195). When used in mammalian cells, the expression vector's control functions are 
often provided by viral regulatory elements. For example, commonly used promoters are 
derived from polyoma, adenovirus 2, cytomegalovirus, and simian virus 40. For other suitable 
expression systems for both prokaryotic and eukaryotic cells see, e.g., Chapters 16 and 17 of 
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Sambrook, et al, MOLECULAR CLONING: A LABORATORY MANUAL. 2nd ed., Cold Spring 
Harbor Laboratory, Cold Spring Harbor Laboratory Press, Cold Spring Harbor, N.Y., 1989. 

In another embodiment, the recombinant mammalian expression vector is capable of 
directing expression of the nucleic acid preferentially in a particular cell type (e.g., 
5 tissue-specific regulatory elements are used to express the nucleic acid). Tissue-specific 
regulatory elements are known in the art. Non-limiting examples of suitable tissue-specific 
promoters include the albumin promoter (liver-specific; Pinkert, etal, 1987. Genes Dev. 1: 
268-277), lymphoid-specific promoters (Calame and Eaton, 1988. Adv. Immunol 43: 
235-275), in particular promoters of T cell receptors (Winoto and Baltimore, 1989. EMBOJ. 

10 8: 729-733) and immunoglobulins (Banerji, et al, 1983. Cell 33: 729-740; Queen and 
Baltimore, 1983. Cell 33: 741-748), neuron-specific promoters (e.g., the neurofilament 
promoter; Byrne and Ruddle, 1989. Proc. Natl. Acad. Sci. USA 86: 5473-5477), 
pancreas-specific promoters (Edlund, et al, 1985. Science 230: 912-916), and mammaiy 
gland-specific promoters (e.g., milk whey promoter; U.S. Pat. No. 4,873,316 and European 

1 5 Application Publication No. 264, 1 66). Developmentally-regulated promoters are also 

encompassed, e.g., the murine hox promoters (Kessel and Gruss, 1990. Science 249: 374-379) 
and the a-fetoprotein promoter (Campes and Tilghman, 1989. Genes Dev. 3: 537-546). 

The invention further provides a recombinant expression vector comprising a DNA 
molecule of the invention cloned into the expression vector in an antisense orientation. That 

20 is, the DNA molecule is operatively-linked to a regulatory sequence in a manner that allows 

for expression (by transcription of the DNA molecule) of an RNA molecule that is antisense to 
NOVX mRNA. Regulatory sequences operatively linked to a nucleic acid cloned in the 
antisense orientation can be chosen that direct the continuous expression of the antisense RNA 
molecule in a variety of cell types, for instance viral promoters and/or enhancers, or regulatory 

25 sequences can be chosen that direct constitutive, tissue specific or cell type specific expression 
of antisense RNA. The antisense expression vector can be in the form of a recombinant 
plasmid, phagemid or attenuated virus in which antisense nucleic acids are produced under the 
control of a high efficiency regulatory region, the activity of which can be determined by the 
cell type into which the vector is introduced. For a discussion of the regulation of gene 

30 expression using antisense genes see, e.g., Weintraub, et al, "Antisense RNA as a molecular 
tool for genetic analysis," Reviews-Trends in Genetics, Vol. 1(1) 1986. 

Another aspect of the invention pertains to host cells into which a recombinant 
expression vector of the invention has been introduced. The terms "host cell" and 
"recombinant host cell" are used interchangeably herein. It is understood that such terms refer 
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not only to the particular subject cell but also to the progeny or potential progeny of such a 

cell. Because certain modifications may occur in succeeding generations due to either 

mutation or environmental influences, such progeny may not, in fact, be identical to the parent 

cell, but are still included within the scope of the term as used herein. 

5 A host cell can be any prokaryotic or eukaryotic cell. For example, NOVX protein can 

be expressed in bacterial cells such as E. coli 9 insect cells, yeast or mammalian cells (such as 

Chinese hamster ovary cells (CHO) or COS cells). Other suitable host cells are known to 

those skilled in the art. 

Vector DNA can be introduced into prokaryotic or eukaryotic cells via conventional 

10 transformation or transfection techniques. As used herein, the terms "transformation" and 
"transfection" are intended to refer to a variety of art-recognized techniques for introducing 
foreign nucleic acid (e.g., DNA) into a host cell, including calcium phosphate or calcium 
chloride co-precipitation, DEAE-dextran-mediated transfection, lipofection, or 
electroporation. Suitable methods for transforming or transfecting host cells can be found in 

1 5 Sambrook, et al (MOLECULAR CLONING: A LABORATORY MANUAL. 2nd ed., Cold Spring 
Harbor Laboratory, Cold Spring Harbor Laboratory Press, Cold Spring Harbor, N.Y., 1989), 
and other laboratory manuals. 

For stable transfection of mammalian cells, it is known that, depending upon the 
expression vector and transfection technique used, only a small fraction of cells may integrate 

20 the foreign DNA into their genome. In order to identify and select these integrants, a gene that 
encodes a selectable marker (e.g., resistance to antibiotics) is generally introduced into the 
host cells along with the gene of interest. Various selectable markers include those that confer 
resistance to drugs, such as G418, hygromycin and methotrexate. Nucleic acid encoding a 
selectable marker can be introduced into a host cell on the same vector as that encoding 

25 NOVX or can be introduced on a separate vector. Cells stably transfected with the introduced 
nucleic acid can be identified by drug selection (e.g., cells that have incorporated the 
selectable marker gene will survive, while the other cells die). 

A host cell of the invention, such as a prokaryotic or eukaryotic host cell in culture, can 
be used to produce (z.e., express) NOVX protein. Accordingly, the invention further provides 

30 methods for producing NOVX protein using the host cells of the invention. In one 
embodiment, the method comprises culturing the host cell of invention (into which a 
recombinant expression vector encoding NOVX protein has been introduced) in a suitable 
medium such that NOVX protein is produced. In another embodiment, the method further 
comprises isolating NOVX protein from the medium or the host cell. 
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Transgenic NOVX Animals 

The host cells of the invention can also be used to produce non-human transgenic 
animals. For example, in one embodiment, a host cell of the invention is a fertilized oocyte or 
an embryonic stem cell into which NOVX protein-coding sequences have been introduced. 
5 Such host cells can then be used to create non-human transgenic animals in which exogenous 
NOVX sequences have been introduced into their genome or homologous recombinant 
animals in which endogenous NOVX sequences have been altered. Such animals are useful 
for studying the function and/or activity of NOVX protein and for identifying and/or 
evaluating modulators of NOVX protein activity. As used herein, a "transgenic animal" is a 

10 non-human animal, preferably a mammal, more preferably a rodent such as a rat or mouse, in 
which one or more of the cells of the animal includes a transgene. Other examples of 
transgenic animals include non-human primates, sheep, dogs, cows, goats, chickens, 
amphibians, etc. A transgene is exogenous DNA that is integrated into the genome of a cell 
from which a transgenic animal develops and that remains in the genome of the mature 

1 5 animal, thereby directing the expression of an encoded gene product in one or more cell types 
or tissues of the transgenic animal. As used herein, a "homologous recombinant animal" is a 
non-human animal, preferably a m^imal, more preferably a mouse, in which an endogenous 
NOVX gene has been altered by homologous recombination between the endogenous gene 
and an exogenous DNA molecule introduced into a cell of the animal, e.g., an embryonic cell 

20 of the animal, prior to development of the animal. 

A transgenic animal of the invention can be created by introducing NOVX-encoding 
nucleic acid into the male pronuclei of a fertilized oocyte by microinjection, retroviral 
infection) and allowing the oocyte to develop in a pseudopregnant female foster animal. The 
human NOVX cDNA sequences SEQ ID NOS:l, 3, 5, 7, 9, 1 1, 13, 15, 17, 19, 21, 23, 25, 27, 

25 29, 31, 33, 35, 37, 39, 41 and 43 can be introduced as a transgene into the genome of a 

non-human animal. Alternatively, a non-human homologue of the human NOVX gene, such 
as a mouse NOVX gene, can be isolated based on hybridization to the human NOVX cDNA 
(described further supra) and used as a transgene. Intronic sequences and polyadenylation 
signals can also be included in the transgene to increase the efficiency of expression of the 

30 transgene. A tissue-specific regulatory sequence(s) can be operably-linked to the NOVX 
transgene to direct expression of NOVX protein to particular cells. Methods for generating 
transgenic animals via embryo manipulation and microinjection, particularly animals such as 
mice, have become conventional in the art and are described, for example, in U.S. Patent Nos. 
4,736,866; 4,870,009; and 4,873,191; and Hogan, 1986. In: MANIPULATING THE MOUSE 
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EMBRYO, Cold Spring Harbor Laboratory Press, Cold Spring Harbor, N.Y. Similar methods 
are used for production of other transgenic animals. A transgenic founder animal can be 
identified based upon the presence of the NOVX transgene in its genome and/or expression of 
NOVX mRNA in tissues or cells of the animals. A transgenic founder animal can then be 
5 used to breed additional animals carrying the transgene. Moreover, transgenic animals 

carrying a transgene-encoding NOVX protein can further be bred to other transgenic animals 
carrying other transgenes. 

To create a homologous recombinant animal, a vector is prepared which contains at 
least a portion of an NOVX gene into which a deletion, addition or substitution has been 

1 0 introduced to thereby alter, e.g. , functionally disrupt, the NOVX gene. The NOVX gene can 
be a human gene (e.g., the cDNA of SEQ ID NOS:l, 3, 5, 7, 9, 11, 13, 15, 17, 19, 21, 23, 25, 
27, 29, 3 1, 33, 35, 37, 39, 41 and 43), but more preferably, is a non-human homologue of a 
human NOVX gene. For example, a mouse homologue of human NOVX gene of SEQ ID 
NOS:l, 3, 5, 7, 9, 11, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39,41 and 43 can be 

1 5 used to construct a homologous recombination vector suitable for altering an endogenous 

NOVX gene in the mouse genome. In one embodiment, the vector is designed such that, upon 
homologous recombination, the endogenous NOVX gene is functionally disrupted (ie, no 
longer encodes a functional protein; also referred to as a "knock out" vector). 

Alternatively, the vector can be designed such that, upon homologous recombination, 

20 the endogenous NOVX gene is mutated or otherwise altered but still encodes functional 

protein (e.g., the upstream regulatory region can be altered to thereby alter the expression of 
the endogenous NOVX protein). In the homologous recombination vector, the altered portion 
of the NOVX gene is flanked at its 5 - and 3-termini by additional nucleic acid of the NOVX 
gene to allow for homologous recombination to occur between the exogenous NOVX gene 

25 carried by the vector and an endogenous NOVX gene in an embryonic stem cell. The 

additional flanking NOVX nucleic acid is of sufficient length for successful homologous 
recombination with the endogenous gene. Typically, several kilobases of flanking DNA (both 
at the 5 ! - and 3 f -termini) are included in the vector. See, e.g., Thomas, et ah, 1987. Cell 51: 
503 for a description of homologous recombination vectors. The vector is ten introduced into 

30 an embryonic stem cell line {e.g. , by electroporation) and cells in which the introduced NOVX 
gene has homologously-recombined with the endogenous NOVX gene are selected. See, e.g., 
U,etal, 1992. Cell 69: 915. 

The selected cells are then injected into a blastocyst of an animal (e.g. 9 a mouse) to 
form aggregation chimeras. See f e.g., Bradley, 1987. In: TERATOCARCINOMAS AND 
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Embryonic Stem Cells: A Practical Approach, Robertson, ed. ERL, Oxford, pp. 1 13-152. 
A chimeric embryo can then be implanted into a suitable pseudopregnant female foster animal 
and the embryo brought to term. Progeny harboring the homologously-recombined DNA in 
their germ cells can be used to breed animals in which all cells of the animal contain the 
5 homologously-recombined DNA by germline transmission of the transgene. Methods for 
constructing homologous recombination vectors and homologous recombinant animals are 
described further in Bradley, 1991. Curr. Opin. Biotechnol 2: 823-829; PCT International 
Publication Nos.: WO 90/1 1354; WO 91/01 140; WO 92/0968; and WO 93/04169. 

In another embodiment, transgenic non-humans animals can be produced that contain 
10 selected systems that allow for regulated expression of the transgene. One example of such a 
system is the cre/IoxP recombinase system of bacteriophage PI. For a description of the 
cre/loxP recombinase system, See, e.g, Lakso, et ai, 1992. Proc. Natl Acad. Set USA 89: 
6232-6236. Another example of a recombinase system is the FLP recombinase system of 
Saccharoniyces cerevisiae. See, O f Gorman, et al. 9 1991. Science 251:1351-1355. Ifacre/loxP 

15 recombinase system is used to regulate expression of the transgene, animals containing 
transgenes encoding both the Cre recombinase and a selected protein are required. Such 
animals can be provided through the construction of "double" transgenic animals, e.g., by 
mating two transgenic animals, one containing a transgene encoding a selected protein and the 
other containing a transgene encoding a recombinase. 

20 Clones of the non-human transgenic animals described herein can also be produced 

according to the methods described in Wilmut, et al. 9 1997. Nature 385: 810-813. In brief, a 
cell (e.g 9 a somatic cell) from the transgenic animal can be isolated and induced to exit the 
growth cycle and enter Go phase. The quiescent cell can then be fused, eg., through the use of 
electrical pulses, to an enucleated oocyte from an animal of the same species from which the 

25 quiescent cell is isolated. The reconstructed oocyte is then cultured such that it develops to 
morula or blastocyte and then transferred to pseudopregnant female foster animal. The 
offspring borne of this female foster animal will be a clone of the animal from which the cell 
(e.g, the somatic cell) is isolated. 

Pharmaceutical Compositions 

30 The NOVX nucleic acid molecules, NOVX proteins, and anti-NOVX antibodies (also 

referred to herein as "active compounds") of fee invention, and derivatives, fragments, analogs 
and homologs thereof, can be incorporated into pharmaceutical compositions suitable for 
administration. Such compositions typically comprise the nucleic acid molecule, protein, or 
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antibody and a pharmaceutically acceptable carrier. As used herein, "pharmaceutically 
acceptable carrier 11 is intended to include any and all solvents, dispersion media, coatings, 
antibacterial and antifungal agents, isotonic and absorption delaying agents, and the like, 
compatible with pharmaceutical administration. Suitable carriers are described in the most 
5 recent edition of Remington's Pharmaceutical Sciences, a standard reference text in the field, 
which is incorporated herein by reference. Preferred examples of such carriers or diluents 
include, but are not limited to, water, saline, finger's solutions, dextrose solution, and 5% 
human serum albumin. Liposomes and non-aqueous vehicles such as fixed oils may also be 
used. The use of such media and agents for pharmaceutically active substances is well known 
10 in the art. Except insofar as any conventional media or agent is incompatible with the. active 
compound, use thereof in the compositions is contemplated. Supplementary active 
compounds can also be incorporated into the compositions. 

A pharmaceutical composition of the invention is formulated to be compatible with its 
intended route of administration. Examples of routes of administration include parenteral, 
15 eg, intravenous, intradermal, subcutaneous, oral (eg., inhalation), transdermal (i.e., topical), 
transmucosal, and rectal administration. Solutions or suspensions used for parenteral, 
intradermal, or subcutaneous application can include the following components: a sterile 
diluent such as water for injection, saline solution, fixed oils, polyethylene glycols, glycerine, 
propylene glycol or other synthetic solvents; antibacterial agents such as benzyl alcohol or 
20 methyl parabens; antioxidants such as ascorbic acid or sodium bisulfite; chelating agents such 
as ethylenediaminetetraacetic acid (EDTA); buffers such as acetates, citrates or phosphates, 
and agents for the adjustment of tonicity such as sodium chloride or dextrose. The pH can be 
adjusted with acids or bases, such as hydrochloric acid or sodium hydroxide. The parenteral 
preparation can be enclosed in ampoules, disposable syringes or multiple dose vials made of 
25 glass or plastic. 

Pharmaceutical compositions suitable for injectable use include sterile aqueous 
solutions (where water soluble) or dispersions and sterile powders for the extemporaneous 
preparation of sterile injectable solutions or dispersion. For intravenous administration, 
suitable carriers include physiological saline, bacteriostatic water, Cremophor EL (BASF, 
30 Parsippany, N J.) or phosphate buffered saline (PBS). In all cases, the composition must be 
sterile and should be fluid to the extent that easy syringeability exists. It must be stable under 
the conditions of manufacture and storage and must be preserved against the contaminating 
action of microorganisms such as bacteria and fungi. The carrier can be a solvent or 
dispersion medium containing, for example, water, ethanol, polyol (for example, glycerol, 



WO 02/064791 PCT/USO 1/48369 

propylene glycol, and liquid polyethylene glycol, and the like), and suitable mixtures thereof. 
The proper fluidity can be maintained, for example, by the use of a coating such as lecithin, by 
the maintenance of the required particle size in the case of dispersion and by the use of 
surfactants. Prevention of the action of microorganisms can be achieved by various 
5 antibacterial and antifungal agents, for example, parabens, chlorobutanol, phenol, ascorbic 
acid, thimerosal, and the like. In many cases, it will be preferable to include isotonic agents, 
for example, sugars, polyalcohols such as manitol, sorbitol, sodium chloride in the 
composition. Prolonged absorption of the injectable compositions can be brought about by 
including in the composition an agent which delays absorption, for example, aluminum 

1 0 monostearate and gelatin. 

Sterile injectable solutions can be prepared by incorporating the active compound (e.g., 
an NOVX protein or anti-NOVX antibody) in the required amount in an appropriate solvent 
with one or a combination of ingredients enumerated above, as required, followed by filtered 
sterilization. Generally, dispersions are prepared by incorporating the active compound into a 

1 5 sterile vehicle that contains a basic dispersion medium and the required other ingredients from 
those enumerated above. In the case of sterile powders for the preparation of sterile injectable 
solutions, methods of preparation are vacuum drying and freeze-drying that yields a powder of 
the active ingredient plus any additional desired ingredient from a previously sterile-filtered 
solution thereof. 

20 Oral compositions generally include an inert diluent or an edible carrier. They can be 

enclosed in gelatin capsules or compressed into tablets. For the purpose of oral therapeutic 
administration, the active compound can be incorporated with excipients and used in the form 
of tablets, troches, or capsules. Oral compositions can also be prepared using a fluid carrier 
for use as a mouthwash, wherein the compound in the fluid carrier is applied orally and 

25 swished and expectorated or swallowed. Pharmaceutically compatible binding agents, and/or 
adjuvant materials can be included as part of the composition. The tablets, pills, capsules, 
troches and the like can contain any of the following ingredients, or compounds of a similar 
nature: a binder such as microcrystalline cellulose, gum tragacanth or gelatin; an excipient 
such as starch or lactose, a disintegrating agent such as alginic acid, Primogel, or corn starch; a 

30 lubricant such as magnesium stearate or Sterotes; a glidant such as colloidal silicon dioxide; a 
sweetening agent such as sucrose or saccharin; or a flavoring agent such as peppermint, 
methyl salicylate, or orange flavoring. 
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For administration by inhalation, the compounds are delivered in the form of an 
aerosol spray from pressured container or dispenser which contains a suitable propellant, e.g., 
a gas such as carbon dioxide, or a nebulizer. 

Systemic administration can also be by transmucosal or transdermal means. For 
5 transmucosal or transdermal administration, penetrants appropriate to the barrier to be 

permeated are used in the formulation. Such penetrants are generally known in the art, and 
include, for example, for transmucosal administration, detergents, bile salts, and fasidic acid 
derivatives. Transmucosal administration can be accomplished through the use of nasal sprays 
or suppositories. For transdermal administration, the active compounds are formulated into 
10 ointments, salves, gels, or creams as generally known in the art. 

The compounds can also be prepared in the form of suppositories {e.g., with 
conventional suppository bases such as cocoa butter and other glycerides) or retention enemas 
for rectal delivery. 

In one embodiment, the active compounds are prepared with carriers that will protect 
1 5 the compound against rapid elimination from the body, such as a controlled release 

formulation, including implants and microencapsulated delivery systems. Biodegradable, 
biocompatible polymers can be used, such as ethylene vinyl acetate, polyanhydrides, 
polyglycolic acid, collagen, polyorthoesters, andpqlylactic acid. Methods for preparation of 
such formulations will be apparent to those skilled in the art. The materials can also be 
20 obtained commercially from Alza Corporation and Nova Pharmaceuticals, Inc. Liposomal 

suspensions (including liposomes targeted to infected cells with monoclonal antibodies to viral 
antigens) can also be used as pharmaceutical^ acceptable carriers. These can be prepared 
according to methods known to those skilled in the art, for example, as described in U.S. 
Patent No. 4,522,811. 

25 It is especially advantageous to formulate oral or parenteral compositions in dosage 

unit form for ease of administration and uniformity of dosage. Dosage unit form as used 
herein refers to physically discrete units suited as unitary dosages for the subject to be treated; 
each unit containing a predetermined quantity of active compound calculated to produce the 
desired therapeutic effect in association with the required pharmaceutical carrier. The 

30 specification for the dosage unit forms of the invention are dictated by and directly dependent 
on the unique characteristics of the active compound and the particular therapeutic effect to be 
achieved, and the limitations inherent in the art of compounding such an active compound for 
the treatment of individuals. 
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The nucleic acid molecules of the invention can be inserted into vectors and used as 
gene therapy vectors. Gene therapy vectors can be delivered to a subject by, for example, 
intravenous injection, local administration {see, e.g., U.S. Patent No. 5,328,470) or by 
stereotactic injection (see, e.g., Chen, et ai, 1994. Proc. Natl. Acad. Sci. USA 91: 3054-3057). 
5 The pharmaceutical preparation of the gene therapy vector can include the gene therapy vector 
in an acceptable diluent, or can comprise a slow release matrix in which the gene delivery 
vehicle is imbedded. Alternatively, where the complete gene delivery vector can be produced 
intact from recombinant cells, e.g., retroviral vectors, the pharmaceutical preparation can 
include one or more cells that produce the gene delivery system. 
10 The pharmaceutical compositions can be included in a container, pack, or dispenser 

together with instructions for administration. 

Screening and Detection Methods 

The isolated nucleic acid molecules of the invention can be used to express NO VX 
protein (e.g., via a recombinant expression vector in a host cell in gene therapy applications), 

1 5 to detect NO VX mRNA (e.g. , in a biological sample) or a genetic lesion in an NOVX gene, 
and to modulate NOVX activity, as described further, below. In addition, the NOVX proteins 
can be used to screen drugs or compounds that modulate the NOVX protein activity or 
expression as well as to treat disorders characterized by insufficient or excessive production of 
NOVX protein or production of NOVX protein forms that have decreased or aberrant activity 

20 compared to NOVX wild-type protein (e.g. ; diabetes (regulates insulin release); obesity (binds 
and transport lipids); metabolic disturbances associated with obesity, the metabolic syndrome 
X as well as anorexia and wasting disorders associated with chronic diseases and various 
cancers, and infectious disease(possesses anti-microbial activity) and the various 
dyslipidemias. In addition, the anti-NOVX antibodies of the invention can be used to detect 

25 and isolate NOVX proteins and modulate NOVX activity. In yet a further aspect, the invention 
can be used in methods to influence appetite, absorption of nutrients and the disposition of 
metabolic substrates in both a positive and negative fashion. 

The invention further pertains to novel agents identified by the screening assays 
described herein and uses thereof for treatments as described, supra. 

30 

Screening Assays 

The invention provides a method (also referred to herein as a "screening assay") for 
identifying modulators, i.e., candidate or test compounds or agents (e.g. 9 peptides, 
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peptidomimetics, smaU molecules or other drugs) that bind to NOVX proteins or have a 
stimulatory or inhibitory effect on, e.g., NOVX protein expression or NOVX protein activity. 
Hie invention also includes compounds identified in the screening assays described herein. 
In one embodiment, die invention provides assays for screening candidate or test 
5 compounds which bind to or modulate the activity of the membrane-bound form of an NOVX 
protein or polypeptide or biologically-active portion thereof. The test compounds of the 
invention can be obtained using any of the numerous approaches in combinatorial library 
methods known in the art, including: biological Ubraries; spatially addressable parallel solid 
phase or solution phase libraries; synthetic library methods requiring deconvolution; the 
10 "one-bead one-compound" library method; and synthetic library methods using affinity 
chromatography selection. The biological library approach is limited to peptide libraries, 
while the other four approaches are applicable to peptide, non-peptide oligomer or small 
molecule Ubraries of compounds. See, e.g., Lam, 1997 '. Anticancer Drug Design 12: 145. 
A "small molecule" as used herein, is meant to refer to a composition that has a 
1 5 molecular weight of less than about 5 kD and most preferably less than about 4 kD. Small 
molecules can be, e.g., nucleic acids, peptides, polypeptides, peptidomimetics, carbohydrates, 
lipids or other organic or inorganic molecules. Libraries of chemical and/or biological 
mixtures, such as fungal, bacterial, or algal extracts, are known in the art and can be screened 
with any of the assays of the invention. 
20 Examples of methods for the synthesis of molecular Ubraries can be found in the art, 

for example in: DeWitt, et al, 1993. Proc. Natl. Acad. Sci. U.SA. 90: 6909; Erb, et ah, 1994. 
Proc. Natl. Acad. Sci. USA 91: 11422; Zuckermann, era/., 1994. J. Med. Chem. 37: 2678; 
Cho, et al, 1993. Science 261: 1303; Carrell, et al, 1994. Angew. Chem. Int. Ed. Engl. 33: 
2059; CareU, et al, 1994. Angew. Chem. Int. Ed. Engl. 33: 2061; and Gallop, et al, 1994. J. 

25 Med. Chem. 37: 1233. 

Libraries of compounds may be presented in solution (e.g., Houghten, 1992. 
Biotechniques 13: 412-421), or on beads (Lam, 1991. Nature 354: 82-84), on chips (Fodor, 
1993. Nature 364: 555-556), bacteria (Ladner, U.S. Patent No. 5,223,409), spores (Ladner, 
U.S. Patent 5,233,409), plasmids (Cull, et al, 1992. Proc. Natl. Acad. Sci. USA 89: 

30 1865-1869) or on phage (Scott and Smith, 1990. Science 249: 386-390; Devlin, 1990. Science 
249: 404-406; Cwirla, et al, 1990. Proc. Natl. Acad. Sci. U.SA. 87: 6378-6382; Felici, 1991. 
J. Mol. Biol. 222: 301-310; Ladner, U.S. Patent No. 5,233,409.). 

In one embodiment, an assay is a cell-based assay in which a cell which expresses a 
membrane-bound form of NOVX protein, or a biologically-active portion thereof, on the cell 
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surface is contacted with a test compound and the ability of the test compound to bind to an 
NOVX protein determined. The cell, for example, can of mammalian origin or a yeast cell. 
Determining the ability of the test compound to bind to the NOVX protein can be 
accomplished, for example, by coupling the test compound with a radioisotope or enzymatic 
5 label such that binding of the test compound to the NOVX protein or biologically-active 
portion thereof can be determined by detecting the labeled compound in a complex. For 
example, test compounds can be labeled with 125 1, 35 S, 14 C, or 3 H, either directly or indirectly, 
and the radioisotope detected by direct counting of radioemission or by scintillation counting. 
Alternatively, test compounds can be enzymatically-labeled with, for example, horseradish 

10 peroxidase, alkaline phosphatase, or lucifeiase, and the enzymatic label detected by 

determination of conversion of an appropriate substrate to product. In one embodiment, the 
assay comprises contacting a cell which expresses a membrane-bound form of NOVX protein, 
or a biologically-active portion thereof, on the cell surface with a known compound which 
binds NOVX to form an assay mixture, contacting the assay mixture with a test compound, 

1 5 and determining the ability of the test compound to interact with an NOVX protein, wherein 
determining the ability of the test compound to interact with an NOVX protein comprises 
determining the ability of the test compound to preferentially bind to NOVX protein or a 
biologically-active portion thereof as compared to the known compound. 

In another embodiment, an assay is a cell-based assay comprising contacting a cell 

20 expressing a membrane-bound form of NOVX protein, or a biologically-active portion thereof, 
on the cell surface with a test compound and determining the ability of the test compound to 
modulate (e.g., stimulate or inhibit) the activity of the NOVX protein or biologically-active 
portion thereof. Determining the ability of the test compound to modulate the activity of 
NOVX or a biologically-active portion thereof can be accomplished, for example, by 

25 determining the ability of the NOVX protein to bind to or interact with an NOVX target 
molecule. As used herein, a "target molecule" is a molecule with which an NOVX protein 
binds or interacts in nature, for example, a molecule on the surface of a cell which expresses 
an NOVX interacting protein, a molecule on the surface of a second cell, a molecule in the 
extracellular milieu, a molecule associated with the internal surface of a cell membrane or a 

30 cytoplasmic molecule. An NOVX target molecule can be a non-NOVX molecule or an 
NOVX protein or polypeptide of the invention. In one embodiment, an NOVX target 
molecule is a component of a signal transduction pathway that facilitates transduction of an 
extracellular signal (e.g. a signal generated by binding of a compound to a membrane-bound 
NOVX molecule) through the cell membrane and into the cell. The target, for example, can be 
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a second intercellular protein that has catalytic activity or a protein that facilitates the 

association of downstream signaling molecules with NOVX. 

Determining the ability of the NOVX protein to bind to or interact with an NOVX 

target molecule can be accomplished by one of the methods described above for determining 

5 direct binding. In one embodiment, determining the ability of the NOVX protein to bind to or 
interact with an NOVX target molecule can be accomplished by determining the activity of the 
target molecule. For example, the activity of the target molecule can be determined by 
detecting induction of a cellular second messenger of the target (i.e intracellular Ca 2+ , 
diacylglycerol, IP3, etc.), detecting catalytic/en2ymatic activity of the target an appropriate 

10 substrate, detecting the induction of a reporter gene (comprising an NOVX-responsive 

regulatory element operatively linked to a nucleic acid encoding a detectable marker, eg., 
luciferase), or detecting a cellular response, for example, cell survival, cellular differentiation, 
or cell proliferation. 

In yet another embodiment, an assay of the invention is a cell-free assay comprising 

1 5 contacting an NOVX protein or biologically-active portion thereof with a test compound and 
determining the ability of the test compound to bind to the NOVX protein or biologically- 
active portion thereof. Binding of the test compound to the NOVX protein can be determined 
either directly or indirectly as described above. In one such embodiment, the assay comprises 
contacting the NOVX protein or biologically-active portion thereof with a known compound 

20 which binds NOVX to form an assay mixture, contacting the assay mixture with a test 
compound, and determining the ability of the test compound to interact with an NOVX 
protein, wherein determining the ability of the test compound to interact with an NOVX 
protein comprises determining the ability of the test compound to preferentially bind to NOVX 
or biologically-active portion thereof as compared to the known compound. 

25 In still another embodiment, an assay is a cell-free assay comprising contacting NOVX 

protein or biologically-active portion thereof with a test compound and determining the ability 
of the test compound to modulate (e.g. stimulate or inhibit) the activity of the NOVX protein 
or biologically-active portion thereof. Determining the ability of the test compound to 
" modulate the activity of NOVX can be accomplished, for example, by determining the ability 

30 of the NOVX protein to bind to an NOVX target molecule by one of the methods described 

above for determining direct binding. In an alternative embodiment, determining the ability of 
the test compound to modulate the activity of NOVX protein can be accomplished by 
determining the ability of the NOVX protein further modulate an NOVX target molecule. For 
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example, the catalytic/enzymatic activity of the target molecule on an appropriate substrate 

can be determined as described, supra. 

In yet another embodiment, the cell-free assay comprises contacting the NOVX protein 

or biologically-active portion thereof with a known compound which binds NOVX protein to 

5 form an assay mixture, contacting the assay mixture with a test compound, and determining 

the ability of the test compound to interact with an NOVX protein, wherein determining the 

ability of the test compound to interact with an NOVX protein comprises determining the 

ability of the NOVX protein to preferentially bind to or modulate the activity of an NOVX 

target molecule. 

10 The cell-free assays of the invention are amenable to use of both the soluble form or 

the membrane-bound form of NOVX protein. In the case of cell-free assays comprising the 
membrane-bound form of NOVX protein, it may be desirable to utilize a solubilizing agent 
such that the membrane-bound form of NOVX protein is maintained in solution. Examples of 
such solubilizing agents include non-ionic detergents such as n-octylglucoside, 

1 5 n-dodecylglucoside, n-dodecylmaltoside, octanoyl-N-methylglucamide, 
decanoyl-N-methylglucamide, Triton® X-100, Triton® X-114, Thesit®, 
Isotridecypoly(ethylene glycol ether) n , N-dodecyl-N,N-dimethyl-3-ammonio-l -propane 
sulfonate, 3-(3-cholamidopropyl) dimethylamminiol-1 -propane sulfonate (CHAPS), or 
3-(3-cholamidopropyl)dimethylamminiol-2-hydroxy-l -propane sulfonate (CHAPSO). 

20 In more than one embodiment of the above assay methods of the invention, it may be 

desirable to immobilize either NOVX protein or its target molecule to facilitate separation of 
complexed from uncomplexed forms of one or both of the proteins, as well as to accommodate 
automation of the assay. Binding of a test compound to NOVX protein, or interaction of 
NOVX protein with a target molecule in the presence and absence of a candidate compound, 

25 can be accomplished in any vessel suitable for containing the reactants. Examples of such 

vessels include microtiter plates, test tubes, and micro-centrifuge tubes. In one embodiment, a 
fusion protein can be provided that adds a domain that allows one or both of the proteins to be 
bound to a matrix. For example, GST-NOVX fusion proteins or GST-target fusion proteins 
can be adsorbed onto glutathione sepharose beads (Sigma Chemical, St. Louis, MO) or 

30 glutathione derivatized microtiter plates, that are then combined with the test compound or the 
test compound and either the non-adsorbed target protein or NOVX protein, and the mixture is 
incubated under conditions conducive to complex formation (e.g., at physiological conditions 
for salt and pH). Following incubation, the beads or microtiter plate wells are washed to 
remove any unbound components, the matrix immobilized in the case of beads, complex 
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determined either directly or indirectly, for example, as described, supra. Alternatively, me 
complexes can be dissociated from the matrix, and the level of NOVX protein binding or 
activity determined using standard techniques. 

Other techniques for immobilizing proteins on matrices can also be used in the 
5 screening assays of the invention For example, either the NOVX protein or its target 

molecule can be immobilized utilizing conjugation of biotin and streptavidin Biotinylated 
NOVX protein or target molecules can be prepared from biotin-NHS 
(N-hydroxy-succinimide) using techniques well-known within the art (e.g., biotinylation kit, 
Pierce Chemicals, Rockford, 111.), and immobilized in me wells of streptavidin-coated 96 well 
10 plates (Pierce Chemical). Alternatively, antibodies reactive with NOVX protein or target 

molecules, but which do not interfere with binding of the NOVX protein to its target molecule, 
can be derivatized to the wells of the plate, and unbound target or NOVX protein trapped in 
the wells by antibody conjugation. Methods for detecting such complexes, in addition to those 
described above for the GST-immobihzed complexes, include immunodetection of complexes 
15 using antibodies reactive with the NOVX protein or target molecule, as well as enzyme-linked 
assays that rely on detecting an enzymatic activity associated with the NOVX protein or target 
molecule. 

In another embodiment, modulators of NOVX protein expression are identified in a 
method wherein a cell is contacted with a candidate compound and the expression of NOVX 

20 mRNA or protein in the cell is determined. The level of expression of NOVX mRNA or 

protein in the presence of the candidate compound is compared to the level of expression of 
NOVX mRNA or protein in the absence of the candidate compound. The candidate 
compound can then be identified as a modulator of NOVX mRNA or protein expression based 
upon this comparison. For example, when expression of NOVX mRNA or protein is greater 

25 (i.e., statistically significantly greater) in the presence of the candidate compound man in its 
absence, the candidate compound is identified as a stimulator of NOVX mRNA or protein 
expression. Alternatively, when expression of NOVX mRNA or protein is less (statistically 
significantly less) in the presence of the candidate compound than in its absence, the candidate 
compound is identified as an inhibitor of NOVX mRNA or protein expression. The level of 

30 NOVX mRNA or protein expression in the cells can be determined by methods described 
herein for detecting NOVX mRNA or protein. 

In yet another aspect of the invention, the NOVX proteins can be used as "bait 
proteins" in a two-hybrid assay or three hybrid assay (see, e.g., U.S. Patent No. 5,283,317; 
Zervos, etal., 1993. Ce//72: 223-232; Madura, era/., 1993. J. Biol. CItem. 268: 12046-12054; 
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Bartel, et al, 1993. Biotechniques 14: 920-924; Iwabuchi, et al, 1993. Oncogene 8: 
1693-1696; and Brent WO 94/10300), to identify other proteins that bind to or interact with 
NOVX ("NOVX-binding proteins" or "NOVX-bp") and modulate NOVX activity. Such 
NO VX-binding proteins are also likely to be involved in the propagation of signals by the 
5 NOVX proteins as, for example, upstream or downstream elements of the NOVX pathway. 

The two-hybrid system is based on the modular nature of most transcription factors, 
which consist of separable DNA-binding and activation domains. Briefly, the assay utilizes 
two different DNA constructs. In one construct, the gene that codes for NOVX is fused to a 
gene encoding the DNA binding domain of a known transcription factor (eg., GAL-4). In the 

10 other construct, a DNA sequence, from a library of DNA sequences, that encodes an 
unidentified protein ("prey" or "sample") is fused to a gene that codes for the activation 
domain of the known transcription factor. If the ft bait If and the "prey" proteins are able to 
interact, in vivo, forming an NOVX-dependent complex, the DNA-binding and activation 
domains of the transcription factor are brought into close proximity. This proximity allows 

15 transcription of a reporter gene (e.g., LacZ) that is operably linked to a transcriptional 

regulatory site responsive to the transcription factor. Expression of the reporter gene can be 
detected and cell colonies containing the functional transcription factor can be isolated and 
used to obtain the cloned gene that encodes the protein which interacts with NOVX. 

The invention further pertains to novel agents identified by the aforementioned 

20 screening assays and uses thereof for treatments as described herein. 

Detection Assays 

Portions or fragments of the cDNA sequences identified herein (and the corresponding 
complete gene sequences) can be used in numerous ways as polynucleotide reagents. By way 
of example, and not of limitation, these sequences can be used to: (z) map their respective 
25 genes on a chromosome; and, thus, locate gene regions associated with genetic disease; (fi) 

identify an individual from a minute biological sample (tissue typing); and {Hi) aid in forensic 
identification of a biological sample. Some of these applications are described in the 
subsections, below. 



30 Chromosome Mapping 

Once the sequence (or a portion of the sequence) of a gene has been isolated, this 
sequence can be used to map the location of the gene on a chromosome. This process is called 
chromosome mapping. Accordingly, portions or fragments of the NOVX sequences, SEQ ID 
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NOS:l, 3, 5, 7, 9, 1 1, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43, or 

fcagments or derivatives thereof, can be used to map the location of the NOVX genes, 

respectively, on a chromosome. The mapping of the NOVX sequences to chromosomes is an 

importantfirst step in correlating these sequences with genes associated with disease. 

5 Briefly, NOVX genes can be mapped to chromosomes by preparing PCR primers 

(preferably 15-25 bp in length) from the NOVX sequences. Computer analysis of the NOVX, 
sequences can be used to rapidly select primers that do not span more than one exon in the 
genomic DNA, thus complicating the amplification process. These primers can then be used 
for PCR screening of somatic cell hybrids containing individual human chromosomes. Only 

1 0 those hybrids containing the human gene corresponding to the NOVX sequences will yield an 
amplified fragment 

Somatic cell hybrids are prepared by fusing somatic cells from different mammals 
(e.g. 9 human and mouse cells). As hybrids of human and mouse cells grow and divide, they 
gradually lose human chromosomes in random order, but retain the mouse chromosomes. By 

1 5 using media in which mouse cells cannot grow, because they lack a particular enzyme, but in 
which human cells can, the one human chromosome that contains the gene encoding the 
needed enzyme will be retained. By using various media, panels of hybrid cell lines can be 
established. Each cell line in a panel contains either a single human chromosome or a small 
number of human chromosomes, and a full set of mouse chromosomes, allowing easy 

20 mapping of individual genes to specific human chromosomes. See, e.g., D*Eustachio, et al., 
1983. Science 220: 919-924. Somatic cell hybrids containing only fragments of human 
chromosomes can also be produced by using human chromosomes with translocations and 
deletions. 

PCR mapping of somatic cell hybrids is a rapid procedure for assigning a particular 
25 sequence to a particular chromosome. Three or more sequences can be assigned per day using 
a single thermal cycler. Using the NOVX sequences to design oligonucleotide primers, sub- 
localization can be achieved with panels of fragments from specific chromosomes. 

Fluorescence in situ hybridization (FISH) of a DNA sequence to a metaphase 
chromosomal spread can further be used to provide a precise chromosomal location in one 
30 step. Chromosome spreads can be made using cells whose division has been blocked in 

metaphase by a chemical like colcemid that disrupts the mitotic spindle. The chromosomes 
can be treated briefly with trypsin, and then stained with Giemsa. A pattern of light and dark 
bands develops on each chromosome, so that the chromosomes can be identified individually. 
The FISH technique can be used with a DNA sequence as short as 500 or 600 bases. 
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However, clones larger than 1,000 bases have a higher likelihood of binding to a unique 

chromosomal location with sufficient signal intensity for simple detection. Preferably 1,000 

bases, and more preferably 2,000 bases, will suffice to get good results at a reasonable amount 

of time. For a review of this technique, see, Verma, et aL, HUMAN CHROMOSOMES: A 

5 Manual of Basic Techniques (Pergamon Press, New York 1988). 

Reagents for chromosome mapping can be used individually to mark a single 

chromosome or a single site on that chromosome, or panels of reagents can be used for 

marking multiple sites and/or multiple chromosomes. Reagents corresponding to noncoding 

regions of the genes actually are preferred for mapping purposes. Coding sequences are more 

10 likely to be conserved within gene families, thus increasing the chance of cross hybridizations 
during chromosomal mapping. 

Once a sequence has been mapped to a precise chromosomal location, the physical 
position of the sequence on die chromosome can be correlated with genetic map data. Such 
data are found, e.g., in McKusick, MENDELIAN INHERITANCE IN MAN, available on-line 

1 5 through Johns Hopkins University Welch Medical Library). The relationship between genes 
and disease, mapped to the same chromosomal region, can then be identified through linkage 
analysis (co-inheritance of physically adjacent genes), described in, e.g., Egeland, et a/., 1987. 
Nature, 325: 783-787. 

Moreover, differences in the DNA sequences between individuals affected and 

20 unaffected with a disease associated with the NOVX gene, can be determined. If a mutation is 
observed in some or all of the affected individuals but not in any unaffected individuals, then 
the mutation is likely to be the causative agent of the particular disease. Comparison of 
affected and unaffected individuals generally involves first looking for structural alterations in 
the chromosomes, such as deletions or translocations that are visible from chromosome 

25 spreads or detectable using PGR based on that DNA sequence. Ultimately, complete 

sequencing of genes from several individuals can be performed to confirm the presence of a 
mutation and to distinguish mutations from polymorphisms. 

Tissue Typing 

30 The NOVX sequences of the invention can also be used to identify individuals from 

minute biological samples. In this technique, an individuars genomic DNA is digested with 
one or more restriction enzymes, and probed on a Southern blot to yield unique bands for 
identification. The sequences of the invention are usefid as additional DNA markers for RFLP 
("restriction fragment length polymorphisms," described in U.S. Patent No. 5,272,057). 
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Furthermore, the sequences of the invention can be used to provide an alternative 

technique that determines the actual base-by-base DNA sequence of selected portions of an 

individual's genome. Thus, the NOVX sequences described herein can be used to prepare two 

PCR primers from the 5'- and 3 ! -teimini of the sequences. These primers can then be used to 

5 amplify an individual's DNA and subsequently sequence it 

Panels of corresponding DNA sequences from individuals, prepared in this manner, 
can provide unique individual identifications, as each individual will have a unique set of such 
DNA sequences due to allelic differences. The sequences of the invention can be used to 
obtain such identification sequences from individuals and from tissue. The NOVX sequences 

10 of the invention uniquely represent portions of the human genome. Allelic variation occurs to 
. some degree in the coding regions of these sequences, and to a greater degree in the noncoding 
regions. It is estimated that allelic variation between individual humans occurs with a 
frequency of about once per each 500 bases. Much of the allelic variation is due to single 
nucleotide polymorphisms (SNPs), which include restriction fragment length polymorphisms 

15 (RFLPs). 

Each of me sequences described herein can, to some degree, be used as a standard 
against which DNA from an individual can be compared for identification purposes. Because 
greater numbers of polymorphisms occur in the noncoding regions, fewer sequences are 
necessary to differentiate individuals. The noncoding sequences can comfortably provide 
20 positive individual identification with a panel of perhaps 1 0 to 1 ,000 primers that each yield a 
noncoding amplified sequence of 100 bases. If predicted coding sequences, such as those in 
SEQ ID NOS:l, 3, 5, 7, 9, 11, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43 
are used, a more appropriate number of primers for positive individual identification would be 
500-2,000. 

25 

Predictive Medicine 

The invention also pertains to the field of predictive medicine in which diagnostic 
assays, prognostic assays, pharmacogenomics, and monitoring clinical trials are used for 
prognostic (predictive) purposes tollereby treat an individual prophylactically. Accordingly, 
30 one aspect of the invention relates to diagnostic assays for determining NOVX protein and/or 
nucleic acid expression as well as NOVX activity, in the context of a biological sample (e.g., 
blood, serum, cells, tissue) to fliereby determine whether an individual is afflicted with a 
disease or disorder, or is at risk of developing a disorder, associated with aberrant NOVX 
expression or activity. The disorders include metabolic disorders, diabetes, obesity, infectious 
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disease, anorexia, cancer-associated cachexia, cancer, neurodegenerative disorders, 

Alzheimer's Disease, Parkinson's Disorder, immune disorders, and hematopoietic disorders, 

and the various dyslipidemias, metabolic disturbances associated with obesity, the metabolic 

syndrome X and wasting disorders associated with chronic diseases and various cancers. The 

5 invention also provides for prognostic (or predictive) assays for determining whether an 

individual is at risk of developing a disorder associated with NOVX protein, nucleic acid 

expression or activity. For example, mutations in an NOVX gene can be assayed in a 

biological sample. Such assays can be used for prognostic or predictive purpose to thereby 

prophylactically treat an individual prior to the onset of a disorder characterized by or 

1 0 associated with NOVX protein, nucleic acid expression, or biological activity. 

Another aspect of the invention provides methods for determining NOVX protein, 
nucleic acid expression or activity in an individual to thereby select appropriate therapeutic or 
prophylactic agents for that individual (referred to herein as "pharmacogenomics"). 
Pharmacogenomics allows for the selection of agents (e.g., drugs) for therapeutic or 

1 5 prophylactic treatment of an individual based on the genotype of the individual (e.g. , the 

genotype of the individual examined to determine the ability of the individual to respond to a 
particular agent) 

Yet another aspect of the invention pertains to monitoring the influence of agents (e.g., 
drugs, compounds) on the expression or activity of NOVX in clinical trials. 
20 These and other agents are described in further detail in the following sections. 



Diagnostic Assays 

An exemplary method for detecting the presence or absence of NOVX in a biological 
sample involves obtaining a biological sample from a test subject and contacting the biological 

25 sample with a compound or an agent capable of detecting NOVX protein or nucleic acid (e.g. , 
mRNA, genomic DNA) that encodes NOVX protein such that the presence of NOVX is 
detected in the biological sample. An agent for detecting NOVX mRNA or genomic DNA is a 
labeled nucleic acid probe capable of hybridizing to NOVX mRNA or genomic DNA. The 
nucleic acid probe can be, for example, a full-length NOVX nucleic acid, such as the nucleic 

30 acid of SEQ ID NOS:l, 3, 5, 7, 9, 11, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 
and 43, or a portion thereof, such as an oligonucleotide of at least 15, 30, 50, 100, 250 or 500 
nucleotides in length and sufficient to specifically hybridize under stringent conditions to 
NOVX mRNA or genomic DNA. Other suitable probes for use in the diagnostic assays of the 
invention are described herein. 
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An agent for detecting NOVX protein is an antibody capable of binding to NOVX 

protein, preferably an antibody with a detectable label. Antibodies can be polyclonal, or more 

preferably, monoclonal. An intact antibody, or a fragment thereof (e.g. 9 Fab or FCabOi) can be 

used. The term "labeled", with regard to the probe or antibody, is intended to encompass 

5 direct labeling of the probe or antibody by coupling (i. e. , physically linking) a detectable 

substance to the probe or antibody, as well as indirect labeling of the probe or antibody by 

reactivity with another reagent that is directiy labeled. Examples of indirect labeling include 

detection of a primary antibody using a fluorescently-labeled secondary antibody and 

end-labeling of a DNA probe with biotin such that it can be detected with fluorescently- 

10 labeled streptavidin. The term "biological sample" is intended to include tissues, cells and 
biological fluids isolated from a subject, as well as tissues, cells and fluids present within a 
subject. That is, the detection method of the invention can be used to detect NOVX mRNA, 
protein, or genomic DNA in a biological sample in vitro as well as in vivo. For example, in 
vitro techniques for detection of NOVX mKNA include Northern hybridizations and in situ 

1 5 hybridizations. In vitro techniques for detection of NOVX protein include enzyme linked 
immunosorbent assays (EUSAs), Western blots, immunoprecipitations, and 
immunofluorescence. In vitro techniques for detection of NOVX genomic DNA include 
Southern hybridizations. Furthermore, in vivo techniques for detection of NOVX protein 
include introducing into a subject a labeled anti-NOVX antibody. For example, the antibody 

20 can be labeled with a radioactive marker whose presence and location in a subject can be 
detected by standard imaging techniques. 

In one embodiment, the biological sample contains protein molecules from the test 
subject AJternatively, the biological sample can contain mRNA molecules from the test 
subject or genomic DNA molecules from the test subject. A preferred biological sample is a 

25 peripheral blood leukocyte sample isolated by conventional means from a subject. 

In another embodiment, the methods further involve obtaining a control biological 
sample from a control subject, contacting the control sample with a compound or agent 
capable of detecting NOVX protein, mRNA, or genomic DNA, such that the presence of 
NOVX protein, mKNA or genomic DNA is detected in the biological sample, and comparing 

30 the presence of NOVX protein, mRNA or genomic DNA in the control sample with the 
presence of NOVX protein, mRNA or genomic DNA in the test sample. 

The invention also encompasses kits for detecting the presence of NOVX in a 
biological sample. For example, the kit can comprise: a labeled compound or agent capable of 
detecting NOVX protein or mRNA in a biological sample; means for determining the amount 
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of NOVX in the sample; and means for comparing the amount of NOVX inthe sample^witii a 
standard The compound or agent can be packaged in a suitable container. The kit can further 
comprise instructions for using the kit to detect NOVX protein or nucleic acid. 

5 Prognostic Assays 

The diagnostic methods described herein can furthermore be utilized to identify 
subjects having or at risk of developing a disease or disorder associated with aberrant NOVX 
expression or activity. For example, the assays described herein, such as the preceding 
diagnostic assays or the following assays, can be utilized to identify a subject having or at risk 

10 of developing a disorder associated with NOVX protein, nucleic acid expression or activity. 
Alternatively, the prognostic assays can be utilized to identify a subject having or at risk for 
developing a disease or disorder. Thus, the invention provides a method for identifying a 
disease or disorder associated with aberrant NOVX expression or activity in which a test 
sample is obtained from a subject and NOVX protein or nucleic acid (e.g., mRNA, genomic 

15 DNA) is detected, wherein the presence of NOVX protein or nucleic acid is diagnostic for a 
subject having or at risk of developing a disease or disorder associated with aberrant NOVX 
expression or activity. As used herein, a "test sample" refers to a biological sample obtained 
from a subject of interest For example, a test sample can be a biological fluid (e.g., serum), 
cell sample, or tissue. 

20 Furthermore, the prognostic assays described herein can be used to determine whether 

a subject can be administered an agent (e.g., an agonist, antagonist, peptidomimetic, protein, 
peptide, nucleic acid, small molecule, or other drug candidate) to treat a disease or disorder 
associated with aberrant NOVX expression or activity. For example, such methods can be 
used to determine whether a subject can be effectively treated with an agent for a disorder. 

25 Thus, the invention provides methods for determining whether a subject can be effectively 
treated with an agent for a disorder associated with aberrant NOVX expression or activity in 
which a test sample is obtained and NOVX protein or nucleic acid is detected (e.g., wherein 
the presence of NOVX protein or nucleic acid is diagnostic for a subject that can be 
administered the agent to treat a disorder associated with aberrant NOVX expression or 

30 activity). 

The methods of the invention can also be used to detect genetic lesions in an NOVX 
gene, thereby determining if a subject with the lesioned gene is at risk for a disorder 
characterized by aberrant cell proliferation and/or differentiation. In various embodiments, the 
methods include detecting, in a sample of cells from the subject, the presence or absence of a 
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genetic lesion characterized by at least one of an alteration affecting the integrity of a gene 
encoding an NOVX-protein, or the misexpression of the NOVX gene. For example, such 
genetic lesions can be detected by ascertaining the existence of at least one of: (0 a deletion of 
one or more nucleotides from an NOVX gene; (iz) an addition of one or more nucleotides to an 
5 NOVX gene; (Hi) a substitution of one or more nucleotides of an NOVX gene, (fv) a 

chromosomal rearrangement of an NOVX gene; (v) an alteration in the level of a messenger 
RNA transcript of an NOVX gene, (vz) aberrant modification of an NOVX gene, such as of the 
methylation pattern of the genomic DNA, (yii) the presence of a non-wild-type splicing pattern 
of a messenger RNA transcript of an NOVX gene, (viii) a non-wild-type level of an NOVX 
10 protein, (ix) allelic loss of an NOVX gene, and (x) inappropriate post-translational 

modification of an NOVX protein. As described herein, there are a large number of assay 
techniques known in the art which can be used for detecting lesions in an NOVX gene. A 
preferred biological sample is a peripheral blood leukocyte sample isolated by conventional 
means from a subject. However, any biological sample containing nucleated cells may be 
1 5 used, including, for example, buccal mucosal cells. 

In certain embodiments, detection of the lesion involves the use of a probe/primer in a 
polymerase chain reaction (PCR) (see, e.g., U.S. Patent Nos. 4,683,195 and 4,683,202), such 
as anchor PCR or RACE PCR, or, alternatively, in a ligation chain reaction (LCR) {see, e.g., 
Landegran, et aL, 1988. Science 241: 1077-1080; andNakazawa, et aL, 1994. Proc. Natl. 
20 Acad. Set USA 9 1 : 360-364), the latter of which can be particularly useful for detecting point 
mutations in the NOVX-gene (see, Abravaya, et aL, 1995. Nucl Acids Res. 23: 675-682). 
This method can include the steps of collecting a sample of cells from a patient, isolating 
nucleic acid (e.g. , genomic, mRNA or both) from the cells of the sample, contacting the 
nucleic acid sample with one or more primers that specifically hybridize to an NOVX gene 
25 under conditions such that hybridization and amplification of the NOVX gene (if present) 

occurs, and detecting the presence or absence of an amplification product, or detecting the size 
of the amplification product and comparing the length to a control sample. It is anticipated 
that PCR and/or LCR may be desirable to use as a preliminary amplification step in 
conjunction with any of the techniques used for detecting mutations described herein. 
30 Alternative amplification methods include: self sustained sequence replication (see, 

Guatelli, et aL, 1990. Proc. Natl. Acad. Sci. USA 87: 1874-1878), transcriptional amplification 
system (see, Kwoh, etal 9 1989. Proc. Natl. Acad. Sci. USA 86: 1173-1177); QP Replicase 
(see, Lizardi, et al> 1988. BioTechnology 6: 1 197), or any other nucleic acid amplification 
method, followed by the detection of the amplified molecules using techniques well known to 
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those of skill in the art. These detection schemes are especially usefiil for the detectionof^ 
nucleic acid molecules if such molecules are present in very low numbers. 

In an alternative embodiment, mutations in an NOVX gene from a sample cell can be 
identified by alterations in restriction enzyme cleavage patterns. For example, sample and 
5 control DNA is isolated, amplified (optionally), digested with one or more restriction 

endonucleases, and fragment length sizes are determined by gel electrophoresis and compared. 
Differences in fragment length sizes between sample and control DNA indicates mutations in 
the sample DNA. Moreover, the use of sequence specific ribozymes (see, e.g., U.S. Patent 
No. 5,493,53 1) can be used to score for the presence of specific mutations by development or 

10 loss of a ribozyme cleavage site. 

In other embodiments, genetic mutations in NOVX can be identified by hybridizing a 
sample and control nucleic acids, e.g., DNA or RNA, to high-density arrays containing 
hundreds or thousands of oligonucleotides probes. See, e.g., Cronin, et ah, 1996. Human 
Mutation 7: 244-255; Kozal, etal, 1996. Nat. Med. 2: 753-759. For example, genetic 

1 5 mutations in NOVX can be identified in two dimensional arrays containing light-generated 

DNA probes as described in Cronin, et aL, supra. Briefly, a first hybridization array of probes 
can be used to scan through long stretches of DNA in a sample and control to identify base 
changes between the sequences by making linear arrays of sequential overlapping probes. 
This step allows the identification of point mutations. This is followed by a second I 

20 hybridization array that allows the characterization of specific mutations by using smaller, 

specialized probe arrays complementary to all variants or mutations detected. Each mutation 
array is composed of parallel probe sets, one complementary to the wild-type gene and the 
other complementary to the mutant gene. 

In yet another embodiment, any of a variety of sequencing reactions known in the art 

25 can be used to directly sequence the NOVX gene and detect mutations by comparing the 
sequence of the sample NOVX with the corresponding wild-type (control) sequence. 
Examples of sequencing reactions include those based on techniques developed by Maxim and 
Gilbert, 1977. Proc. Natl Acad. Sci. USA 74: 560 or Sanger, 1977. Proc. Natl. Acad. Set USA 
74: 5463. It is also contemplated that any of a variety of automated sequencing procedures 

30 can be utilized when performing the diagnostic assays {see, e.g., Naeve, et al. 9 1995. 
Biotechniques 19: 448), including sequencing by mass spectrometry (see, e.g., PCT 
International Publication No. WO 94/16101; Cohen, et ai, 1996. Adv. Chromatography 36: 
127-162; and Griffin, etal 9 \99Z. Appl. Biochem. Biotechnol. 38: 147-159). 
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Other methods for detecting mutations in the NOVX gene include methods'inwhlcfi *" 
protection from cleavage agents is used to detect mismatched bases in RNA/RNA or 
RNA/DNA heteroduplexes. See, e.g., Myers, et al., 1985. Science 230: 1242. In general, the 
art technique of "mismatch cleavage" starts by providing heteroduplexes of formed by 
5 hybridizing (labeled) RNA or DNA containing the wild-type NOVX sequence with potentially 
mutant RNA or DNA obtained from a tissue sample. The double-stranded duplexes are 
treated with an agent that cleaves single-stranded regions of the duplex such as which will 
exist due to basepair mismatches between the control and sample strands. For instance, 
RNA/DNA duplexes can be treated with RNase and DNA/DNA hybrids treated with Si 
1 0 nuclease to enzymatically digesting the mismatched regions. In other embodiments, either 
DNA/DNA or RNA/DNA duplexes can be treated with hydroxylamine or osmium tetroxide 
and with piperidine in order to digest mismatched regions. After digestion of the mismatched 
regions, the resulting material is then separated by size on denaturing polyacrylamide gels to 
determine the site of mutation. See, e.g., Cotton, et al, 1988. Proc. Natl. Acad. Sci. USA 85: 
1 5 4397; Saleeba, et al, 1992. Methods Enzymol. 217: 286-295. In an embodiment, the control 
DNA or RNA can be labeled for detection. 

In still another embodiment, the mismatch cleavage reaction employs one or more 
proteins that recognize mismatched base pairs in double-stranded DNA (so called "DNA 
mismatch repair" enzymes) in defined systems for detecting and mapping point mutations in 
20 NOVX cDNAs obtained from samples of cells. For example, the mutY enzyme of is. coli 

cleaves A at G/A mismatches and the thymidine DNA glycosylase from HeLa cells cleaves T 
at G/T mismatches. See, e.g., Hsu, era/., 1994. Carcinogenesis 15: 1657-1662. According to 
an exemplary embodiment, a probe based on an NOVX sequence, e.g., a wild-type NOVX 
sequence, is hybridized to a cDNA or other DNA product from a test cell(s). The duplex is 
25 treated with a DNA mismatch repair enzyme, and the cleavage products, if any, can be 
detected from electrophoresis protocols or the like. See, e.g., U.S. Patent No. 5,459,039. 

In other embodiments, alterations in electrophoretic mobility will be used to identify 
mutations in NOVX genes. For example, single strand conformation polymorphism (SSCP) 
may be used to detect differences in electrophoretic mobility between mutant and wild type 
30 nucleic acids. See, e.g, Orita, etal., 1989. Proc. Natl. Acad. Sci. USA: 86: 2766; Cotton, 
1993. Mutat. Res. 285: 125-144; Hayashi, 1992. Genet. Anal. Tech. Appl. 9: 73-79. 
Single-stranded DNA fragments of sample and control NOVX nucleic acids will be denatured 
and allowed to renature. The secondary structure of single-stranded nucleic acids varies 
according to sequence, the resulting alteration in electrophoretic mobility enables the detection 
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of even a single base change. The DNA fragments may be labeled or detected with labeled 
probes. The sensitivity of the assay may be enhanced by using RNA (rather than DNA), in 
which the secondary structure is more sensitive to a change in sequence. In one embodiment, 
the subject method utilizes heteroduplex analysis to separate double stranded heteroduplex 
5 molecules on the basis of changes in electrophoretic mobility. See, e.g, Keen, et aL 9 1991. 
Trends Genet 7: 5. 

In yet another embodiment, the movement of mutant or wild-type fragments in 
polyacrylamide gels containing a gradient of denaturant is assayed using denaturing gradient 
gel electrophoresis (DGGE). See, e.g, Myers, etal, 1985. Nature 313: 495. When DGGE is 

1 0 used as the method of analysis, DNA will be modified to insure that it does not completely 

denature, for example by adding a GC clamp of approximately 40 bp of high-melting GC-rich 
DNA by PCR. In a further embodiment, a temperature gradient is used in place of a 
denaturing gradient to identify differences in the mobility of control and sample DNA. See, 
e.g, Rosenbaum and Reissner, 1987. Biophys. Chem. 265: 12753. 

1 5 Examples of other techniques for detecting point mutations include, but are not limited 

to, selective oligonucleotide hybridization, selective amplification, or selective primer 
extension. For example, oligonucleotide primers may be prepared in which the known 
mutation is placed centrally and then hybridized to target DNA under conditions that permit 
hybridization only if a perfect match is found. See, e.g., Saiki, et al. 9 1986; Nature 324: 163; 

20 Saiki, et al, 1989. Proc. Natl Acad. Set USA 86: 6230. Such allele specific oligonucleotides 
are hybridized to PCR amplified target DNA or a number of different mutations when the 
oligonucleotides are attached to the hybridizing membrane and hybridized with labeled target 
DNA. 

Alternatively, allele specific amplification technology that depends on selective PCR 
25 amplification may be used in conjunction with the instant invention. Oligonucleotides used as 
primers for specific amplification may carry the mutation of interest in the center of the 
molecule (so that amplification depends on differential hybridization; see, e.g., Gibbs, et al, 
1989. Nucl Acids Res. 17: 2437-2448) or at the extreme S'-terminus of one primer where, 
under appropriate conditions, mismatch can prevent, or reduce polymerase extension {see, e.g., 
30 Prossner, 1993. Tibtech. 1 1 : 238). In addition it may be desirable to introduce a novel 
restriction site in the region of the mutation to create cleavage-based detection. See, e.g., 
Gasparini, et al, 1992. Mol Cell Probes 6: 1 . It is anticipated that in certain embodiments 
amplification may also be performed using Taq ligase for amplification. See, e.g., Barany, 
1991 . Proc. Natl Acad. Set USA 88: 189. In such cases, ligation will occur only if there is a 
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perfect match at the 3'-terminus of the 5* sequence, making it possible to detect the presenceof 
a known mutation at a specific site by looking for the presence or absence of amplification. 

The methods described herein may be performed, for example, by utilizing 
pre-packaged diagnostic kits comprising at least one probe nucleic acid or antibody reagent 
5 described herein, which may be conveniently used, e.g., in clinical settings to diagnose 
patients exhibiting symptoms or family history of a disease or illness involving an NOVX 
gene. 

Furthermore, any cell type or tissue, preferably peripheral blood leukocytes, in which 
NOVX is expressed may be utilized in the prognostic assays described herein. However, any 
10 biological sample containing nucleated cells may be used, including, for example, buccal 
mucosal cells. 

Pharmacogenomics 

Agents, or modulators that have a stimulatory or inhibitory effect on NOVX activity 

1 5 (e.g., NOVX gene expression), as identified by a screening assay described herein can be 
administered to individuals to treat (prophylactically or therapeutically) disorders (The 
disorders include metabolic disorders, diabetes, obesity, infectious disease, anorexia, cancer- 
associated cachexia, cancer, neurodegenerative disorders, Alzheimer's Disease, Parkinson's 
Disorder, immune disorders, and hematopoietic disorders, and the various dyslipidemias, 

20 metabolic disturbances associated with obesity, the metabolic syndrome X and wasting 
disorders associated with chronic diseases and various cancers.) In conjunction with such 
treatment, the pharmacogenomics (i.e., the study of the relationship between an individual's 
genotype and that individual's response to a foreign compound or drug) of the individual may 
be considered. Differences in metabolism of therapeutics can lead to severe toxicity or 

25 therapeutic failure by altering the relation between dose and blood concentration of the 

pharmacologically active drug. Thus, the pharmacogenomics of the individual permits the 
selection of effective agents (e.g., drugs) for prophylactic or therapeutic treatments based on a 
consideration of the individual's genotype. Such pharmacogenomics can further be used to 
determine appropriate dosages and therapeutic regimens. Accordingly, the activity of NOVX 

30 protein, expression of NOVX nucleic acid, or mutation content of NOVX genes in an 
individual can be determined to thereby select appropriate agent(s) for therapeutic or 
prophylactic treatment of the individual. 

Pharmacogenomics deals with clinically significant hereditary variations in the 
response to drugs due to altered drug disposition and abnormal action in affected persons. See 
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eg., Eichelbaum, 1996. Clin. Exp. Pharmacol Physiol, 23: 983-985; Linder, 1997. Clin. 
Chem. 9 43: 254-266. In general, two types of phaimacogenetic conditions can be 
differentiated. Genetic conditions transmitted as a single factor altering the way drugs act on 
the body (altered drug action) or genetic conditions transmitted as single factors altering the 
5 way the body acts on drugs (altered drug metabolism). These pharmacogenetic conditions can 
occur either as rare defects or as polymorphisms. For example, glucose-6-phosphate 
dehydrogenase (G6PD) deficiency is a common inherited enzymopathy in which the main 
clinical complication is hemolysis after ingestion of oxidant drugs (anti-malarials, 
sulfonamides, analgesics, nitrofurans) and consumption of fava beans. 

10 As an illustrative embodiment, the activity of drug metabolizing enzymes is a major 

determinant of both the intensity and duration of drug action. The discovery of genetic 
polymorphisms of drug metabolizing enzymes (e.g., N-acetyltransferase 2 (NAT 2) and 
cytochrome P450 enzymes CYP2D6 and CYP2C19) has provided an explanation as to why 
some patients do not obtain the expected drug effects or show exaggerated drug response and 

15 serious toxicity after taking the standard and safe dose of a drug. These polymorphisms are 
expressed in two phenotypes in the population, the extensive metabolizer (EM) and poor 
metabolizer (PM). The prevalence ofPM is different among different populations. For 
example, the gene coding for C YP2D6 is highly polymorphic and several mutations have been 
identified in PM, which all lead to the absence of functional CYP2D6. Poor metabolizers of 

20 CYP2D6 and CYP2C19 quite frequently experience exaggerated drug response and side 

effects when they receive standard doses. If a metabolite is the active therapeutic moiety, PM 
show no therapeutic response, as demonstrated for the analgesic effect of codeine mediated by 
its CYP2D6-formed metabolite morphine. At the other extreme are the so called ultra-rapid 
metabolizers who do not respond to standard doses. Recently, the molecular basis of 

25 ultra-rapid metabolism has been identified to be due to CYP2D6 gene amplification. 

Thus, the activity of NOVX protein, expression of NOVX nucleic acid, or mutation 
content of NOVX genes in an individual can be determined to thereby select appropriate 
agent(s) for therapeutic or prophylactic treatment of the individual. In addition, 
pharmacogenetic studies can be used to apply genotyping of polymorphic alleles encoding 

30 drug-metabolizing enzymes to the identification of an individual's drug responsiveness 
phenotype. This knowledge, when applied to dosing or drug selection, can avoid adverse 
reactions or therapeutic failure and thus enhance therapeutic or prophylactic efficiency when 
treating a subject with an NOVX modulator, such as a modulator identified by one of the 
exemplary screening assays described herein. 
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Monitoring of Effects During Clinical Trials 

Monitoring the influence of agents {e.g., drugs, compounds) on the expression or 
activity of NOVX [e.g., the ability to modulate aberrant cell proliferation and/or 
5 differentiation) can be applied not only in basic drug screening, but also in clinical trials. For 
example, the effectiveness of an agent determined by a screening assay as described herein to 
increase NOVX gene expression, protein levels, or upregulate NOVX activity, can be 
monitored in clinical trails of subjects exhibiting decreased NOVX gene expression, protein 
levels, or downregulated NOVX activity. Alternatively, the effectiveness of an agent 
10 determined by a screening assay to decrease NOVX gene expression, protein levels, or 
downregulate NOVX activity, can be monitored in clinical trails of subjects exhibiting 
increased NOVX gene expression, protein levels, or upregulated NOVX activity. In such 
clinical trials, the expression or activity of NOVX and, preferably, other genes that have been 
implicated in, for example, a cellular proliferation or immune disorder can be used as a "read 
1 5 out" or markers of the immune responsiveness of a particular cell. 

By way of example, and not of limitation, genes, including NOVX, that are modulated 
in cells by treatment wilh an agent (e.g. , compound, drug or small molecule) that modulates 
NOVX activity (e.g., identified in a screening assay as described herein) can be identified. 
Thus, to study the effect of agents on cellular proliferation disorders, for example, in a clinical 
20 trial, cells can be isolated and RNA prepared and analyzed for the levels of expression of 

NOVX and other genes implicated in the disorder. The levels of gene expression (i.e., a gene 
expression pattern) can be quantified by Northern blot analysis or RT-PCR, as described 
herein, or alternatively by measuring the amount of protein produced, by one of the methods 
as described herein, or by measuring Hie levels of activity of NOVX or other genes. In this 
25 manner, the gene expression pattern can serve as a marker, indicative of the physiological 

response of the cells to the agent. Accordingly, this response state may be determined before, • 
and at various points during, treatment of the individual with the agent 

In one embodiment, the invention provides a method for monitoring the effectiveness 
of treatment of a subject with an agent (e.g., an agonist, antagonist, protein, peptide, 
30 peptidomimetic, nucleic acid, small molecule, or other drug candidate identified by the 

screening assays described herein) comprising the steps of (0 obtaining a pre-administration 
sample from a subject prior to administration of the agent; (ii) detecting the level of expression 
of an NOVX protein, mRNA, or genomic DNA in the preadministration sample; (in) obtaining 
one or more post-administration samples from the subject; (rv) detecting the level of 
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expression or activity of the NOVX protein, mRNA, or genomic DNA in the 
post-administration samples; (v) comparing the level of expression or activity of the NOVX 
protein, mRNA, or genomic DNA in the pre-administration sample with the NOVX protein, 
mRNA, or genomic DNA in the post administration sample or samples; and (vz) altering the 
5 administration of the agent to the subject accordingly. For example, increased administration 
of the agent may be desirable to increase the expression or activity of NOVX to higher levels 
than detected, le. 9 to increase the effectiveness of the agent. Alternatively, decreased 
administration of the agent may be desirable to decrease expression or activity of NOVX to 
lower levels than detected, i.e., to decrease the effectiveness of the agent. 

1 0 Methods of Treatment 

The invention provides for both prophylactic and therapeutic methods of treating a 
subject at risk of (or susceptible to) a disorder or having a disorder associated with aberrant 
NOVX expression or activity. Hie disorders include cardiomyopathy, atherosclerosis, 
hypertension, congenital heart defects, aortic stenosis, atrial septal defect (ASD), 

15 atrioventricular (A-V) canal defect, ductus arteriosus, pulmonary stenosis, subaortic stenosis, 
ventricular septal defect (VSD), valve diseases, tuberous sclerosis, scleroderma, obesity, 
transplantation, adrenoleukodystrophy, congenital adrenal hyperplasia, prostate cancer, 
neoplasm; adenocarcinoma, lymphoma, uterus cancer, fertility, hemophilia, hypercoagulation, 
idiopathic thrombocytopenic purpura, immunodeficiencies, graft versus host disease, AIDS, 

20 bronchial asthma, Crohn's disease; multiple sclerosis, treatment of Albright Hereditary 
Ostoeodystrophy, and other diseases, disorders and conditions of the like. 
These methods of treatment will be discussed more fully, below. 



Disease and Disorders 

25 Diseases and disorders that are characterized by increased (relative to a subject not 

suffering from the disease or disorder) levels or biological activity may be treated with 
Therapeutics that antagonize (z.e., reduce or inhibit) activity. Therapeutics that antagonize 
activity may be administered in a therapeutic or prophylactic maimer. Therapeutics that may 
be utilized include, but are not limited to: (i) an aforementioned peptide, or analogs, 

30 derivatives, fragments or homologs thereof; (ii) antibodies to an aforementioned peptide; (Hi) 
nucleic acids encoding an aforementioned peptide; (rv) administration of antisense nucleic acid 
and nucleic acids that are "dysfunctional" (Le. f due to a heterologous insertion within the 
coding sequences of coding sequences to an aforementioned peptide) that are utilized to 
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"knockout" endogenous function of an aforementioned peptide by homologous recombination 
{see, eg., Capecchi, 1989. Science 244: 1288-1292); or (v) modulators ( i.e. s inhibitors, 
agonists and antagonists, including additional peptide mimetic of the invention or antibodies 
specific to a peptide of the invention) that alter the interaction between an aforementioned 
5 peptide and its binding partner. 

Diseases and disorders that are characterized by decreased (relative to a subject not 
suffering from the disease or disorder) levels or biological activity may be treated with 
Therapeutics that increase (z.e., are agonists to) activity. Therapeutics that upregulate activity 
may be achninistered in a therapeutic or prophylactic manner. Therapeutics that may be 
1 0 utilized include, but are not limited to, an aforementioned peptide, or analogs, derivatives, 
fragments or homologs thereof; or an agonist that increases bioavailability. 

Increased or decreased levels can be readily detected by quantifying peptide and/or 
RNA, by obtaining a patient tissue sample (e.g., from biopsy tissue) and assaying it in vitro for 
RNA or peptide levels, structure and/or activity of the expressed peptides (or mRNAs of an 
1 5 aforementioned peptide). Methods that are well-known within the art include, but are not 
limited to, immunoassays (e.g., by Western blot analysis, immunoprecipitation followed by 
sodium dodecyl sulfate (SDS) polyacrylamide gel electrophoresis, immunocytochemistry, etc.) 
and/or hybridization assays to detect expression of mRNAs (e.g., Northern assays, dot blots, in 
situ hybridization, and the like). 

20 

Prophylactic Methods 

In one aspect, the invention provides a method for preventing, in a subject, a disease or 
condition associated with an aberrant NOVX expression or activity, by a(hninistering to the 
subject an agent that modulates NOVX expression or at least one NOVX activity. Subjects at 

25 risk for a disease that is caused or contributed to by aberrant NOVX expression or activity can 
be identified by, for example, any or a combination of diagnostic or prognostic assays as 
described herein. Administration of a prophylactic agent can occur prior to the manifestation 
of symptoms characteristic of the NOVX aberrancy, such that a disease or disorder is 
prevented or, alternatively, delayed in its progression. Depending upon the type of NOVX 

30 aberrancy, for example, an NOVX agonist or NOVX antagonist agent can be used for treating 
the subject The appropriate agent can be determined based on screening assays described 
herein. The prophylactic methods of the invention are further discussed in the following 
subsections. 
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Therapeutic Methods 

Another aspect of the invention pertains to methods of modulating NOVX expression 
or activity for therapeutic purposes. The modulatory method of the invention involves 
5 contacting a cell with an agent that modulates one or more of the activities of NOVX protein 
activity associated with the cell. An agent that modulates NOVX protein activity can be an 
agent as described herein, such as a nucleic acid or a protein, a naturally-occurring cognate 
ligand of an NOVX protein, a peptide, an NOVX peptidomimetic, or other small molecule. In 
one embodiment, the agent stimulates one or more NOVX protein activity. Examples of such 

10 stimulatory agents include active NOVX protein and a nucleic acid molecule encoding NOVX 
that has been introduced into the cell. In another embodiment, the agent inhibits one or more 
NOVX protein activity. Examples of such inhibitory agents include antisense NOVX nucleic 
acid molecules and anti-NOVX antibodies. These modulatory methods can be performed in 
vitro (e.g., by culturing the cell with the agent) or, alternatively, in vivo (e.g., by administering 

1 5 the agent to a subject). As such, the invention provides methods of treating an individual 
afflicted with a disease or disorder characterized by aberrant expression or activity of an 
NOVX protein or nucleic acid molecule. In one embodiment, the method involves 
administering an agent (e.g., an agent identified by a screening assay described herein), or 
combination of agents that modulates (eg., up-regulates or down-regulates) NOVX expression 

20 or activity. In another embodiment, the method involves administering an NOVX protein or 
nucleic acid molecule as therapy to compensate for reduced or aberrant NOVX expression or 
activity. 

Stimulation of NOVX activity is desirable in situations in which NOVX is abnormally 
downregulated and/or in which increased NOVX activity is likely to have a beneficial effect. 
25 One example of such a situation is where a subject has a disorder characterized by aberrant 

cell proliferation and/or differentiation (e.g., cancer or immune associated disorders). Another 
example of such a situation is where the subject has a gestational disease (e.g, preclampsia). 

Determination of the Biological Effect of the Therapeutic 

In various embodiments of the invention, suitable in vitro or in vivo assays are 
30 performed to determine the effect of a specific Therapeutic and whether its administration is 
indicated for treatment of the affected tissue. 

In various specific embodiments, in vitro assays may be performed with representative 
cells of the type(s) involved in the patient's disorder, to determine if a given Therapeutic exerts 
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the desired effect upon the cell type(s). Compounds for use in therapy may be tested in 
suitable animal model systems including, but not limited to rats, mice, chicken, cows, 
monkeys, rabbits, and the like, prior to testing in human subjects. Similarly, for in vivo 
testing, any of the animal model system known in the art may be used prior to administration 
5 to human subjects. 

Prophylactic and Therapeutic Uses of the Compositions of the Invention 
The NOVX nucleic acids and proteins of the invention are useful in potential 
prophylactic and therapeutic applications implicated in a variety of disorders mcluding, but not 
limited to: metabolic disorders, diabetes, obesity, infectious disease, anorexia, cancer- 
10 associated cancer, neurodegenerative disorders, Alzheimer's Disease, Parkinson's Disorder, 
immune disorders, hematopoietic disorders, and the various dyslipidemias, metabolic 
disturbances associated with obesity, the metabolic syndrome X and wasting disorders 
associated with chronic diseases and various cancers. 

As an example, a cDNA encoding the NOVX protein of the invention may be useful in 
1 5 gene therapy, and the protein may be useful when administered to a subj ect in need thereof. 
By way of non-limiting example, the compositions of the invention will have efficacy for 
treatment of patients suffering from: metabolic disorders, diabetes, obesity, infectious disease, 
anorexia, cancer-associated cachexia, cancer, neurodegenerative disorders, Alzheimer's 
Disease, Parkinson's Disorder, immune disorders, hematopoietic disorders, and the various 
20 dyslipidemias. 

Both the novel nucleic acid encoding the NOVX protein, and the NOVX protein of the 
invention, or fragments thereof, may also be useful in diagnostic applications, wherein the 
presence or amount of the nucleic acid or ihe protein are to be assessed. A further use could 
be as an anti-bacterial molecule (i.e., some peptides have been found to possess anti-bacterial 
25 properties). These materials are further useful in the generation of antibodies, which 

immunospecifically-bind to the novel substances of the invention for use in therapeutic or 
diagnostic methods. 

The invention will be further described in the following examples, which do not limit 
die scope of the invention described in the claims. 
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Example 1. Identification of NOVX clones 

The novel NOVX target sequences identified in the present invention were subjected to 
the exon linking process tp confirm the sequence. PGR primers were designed by starting at 
the most upstream sequence available, for the forward primer, and at the most downstream 
5 sequence available for the reverse primer. Table 16A shows the sequences of the PCR primers 
used for obtaining different clones. In each case, the sequence was examined, walking inward 
from the respective termini toward the coding sequence, until a suitable sequence that is either 
unique or highly selective was encountered, or, in the case of the reverse primer, until the stop 
codon was reached. Such primers were designed based on in silico predictions for the full 

10 length cDNA, part (one or more exons) of the DNA or protein sequence of the target 
sequence, or by translated homology of the predicted exons to closely related human 
sequences from other species. These primers were then employed in PCR amplification based 
on the following pool of human cDNAs: adrenal gland, bone marrow, brain - amygdala, brain 
- cerebellum, brain - hippocampus, brain - substantia nigra, brain - thalamus, brain -whole, 

1 5 fetal brain, fetal kidney, fetal liver, fetal lung, heart, kidney, lymphoma - Raji, mammary 
gland, pancreas, pituitary gland, placenta, prostate, salivary gland, skeletal muscle, small 
intestine, spinal cord, spleen, stomach, testis, thyroid, trachea, uterus. Usually the resulting 
amplicons were gel purified, cloned and sequenced to high redundancy. The PCR product 
derived from exon linking was cloned into the pCR2.1 vector from Invitrogen. The resulting 

20 bacterial clone has an insert covering the entire open reading frame cloned into the pCR2. 1 
vector. Table 16B shows a list of these bacterial clones. The resulting sequences from all 
clones were assembled with themselves, with other fragments in CuraGen Corporation's 
database and with public ESTs. Fragments and ESTs were included as components for an 
assembly when the extent of their identity with another component of the assembly was at 

25 least 95% over 50 bp. In addition, sequence traces were evaluated manually and edited for 
corrections if appropriate. These procedures provide the sequence reported herein. 



Table 12A. PCR Primers for Exon Linking 



NOVX 
Clone 


Primer 1 (5' - 3') 


SEQ 

XD 

NO 


Primer 2 (5' - 3' ) 


SEQ 

ID 

NO 


wove 


CCATGTGGCAGCTGAGGCTTCAT 


105 


AAAGCCCCAGGTCCTCTTGCTAGCT 


106 


NOV7 


GGATGAAC CAGACTT T GAATAGCAGTG 


107 


GGCTCTCAAGCCCCCATCTC 


108 


NOV8 


ATGCGAAGTCACTCTTACCTCTGATGAT 


109 


GGGAGCTGATCTTGAGTTATTTAACATAGC 


110 


NOVioa 


CTGAATGGAACCATCACCAGC 


111 


ATCAGCACTATTT CTTCATGTGCAGG 


112 



Physical clone: Exons were predicted by homology and the intron/exon boundaries 
30 were determined using standard genetic rules. Exons were further selected and refined by 
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means of similarity determination using multiple BLAST (for example, tBlasfN, BlastX, and 
BlastN) searches, and, in some instances, GeneScan and Grail. Expressed sequences from both 
public and proprietary databases were also added when available to further define and 
complete the gene sequence. The DNA sequence was then manually corrected for apparent 
inconsistencies thereby obtaining the sequences encoding the full-length protein. 

Table 12B. Physical Clones for PCR products 



1 NOVX Clone 


1 Bacterial 


Clone 1 


1 NOV7 


1 Bacterial 


Clone: 120970: :Q4AP000808 A. 698361. 08 1 



Example 2. Quantitative expression analysis of clones in various cells and tissues 
The quantitative expression of various clones was assessed using microliter plates 

10 containing RNA samples from a variety of normal and pathology-derived cells, cell lines and 
tissues using real time quantitative PCR (RTQ PCR). RTQ PCR was performed on an Applied 
Biosystems ABI PRISM® 7700 or an ABI PRISM® 7900 HT Sequence Detection System. 
Various collections of samples are assembled on the plates, and referred to as Panel 1 
(containing normal tissues and cancer cell lines), Panel 2 (containing samples derived from 

15 tissues from normal and cancer sources), Panel 3 (containing cancer cell lines), Panel 4 
(containing cells and cell lines from normal tissues and cells related to inflammatory 
conditions), Panel 5D/5I (containing human tissues and cell lines with an emphasis on 
metabolic diseases), AI_comprehensive_panel (containing normal tissue and samples from . 
autoinflammatory diseases), Panel CNSD.01 (containing samples from normal and diseased 

20 brains) and CNS_neurodegeneration_panel (containing samples from normal and Alzheimer's 
diseased brains). 

RNA integrity from all samples is controlled for quality by visual assessment of 

agarose gel electropherograms using 28S and 18S ribosomal RNA staining intensity ratio as a 

guide (2: 1 to 2.5: 1 28s: 1 8s) and the absence .of low molecular weight RNAs that would be 
25 indicative of degradation products. Samples are controlled against genomic DNA 

contamination by RTQ PCR reactions run in the absence of reverse transcriptase using probe 

and primer sets designed to amplify across the span of a single exon. 

First, the RNA samples were normalized to reference nucleic acids such as 

constitutively expressed genes (for example, p-actin and GAPDH). Normalized RNA (5 ul) 
30 was converted to cDNA and analyzed by RTQ-PCR using One Step RT-PCR Master Mix 

Reagents (Applied Biosystems; Catalog No. 4309169) and gene-specific primers according to 

the manufacturer's instructions. 
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In other cases, non-normalized RNA samples were converted to single strand cDNA 
(sscDNA) using Superscript II (Invitrogen Corporation; Catalog No. 18064-147) and random 
hexamers according to the manufacturer's instructions. Reactions containing up to 10 \ig of 
total RNA were performed in a volume of 20 \x\ and incubated for 60 minutes at 42°C. This 
5 reaction can be scaled up to 50 jig of total RNA in a final volume of 100 sscDNA samples 
are then normalized to reference nucleic acids as described previously, using IX TaqMan® 
Universal Master mix (Applied Biosystems; catalog No. 4324020), following the 
manufacturer's instructions. 

Probes and primers were designed for each assay according to Applied Biosystems 
10 Primer Express Software package (version I for Apple Computer's Macintosh Power PC) or a 
similar algorithm using the target sequence as input. Default settings were used for reaction 
conditions and the following parameters were set before selecting primers: primer 
concentration = 250 nM, primer melting temperature (Tm) range = 58°-60°C, primer optimal 
Tm = 59°C, maximum primer difference = 2°C, probe does not have 5'G, probe Tm must be 
15 10°C greater than primer Tm, amplicon size 75bp to lOObp. The probes and primers selected 
(see below) were synthesized by Synthegen (Houston, TX, USA). Probes were double purified 
by HPLC to remove uncoupled dye and evaluated by mass spectroscopy to verify coupling of 
reporter and quencher dyes to the 5 ! and 3' ends of the probe, respectively. Their final 
concentrations were: forward and reverse primers, 900nM each, and probe, 200nM. 

20 PCR conditions: When working with RNA samples, normalized RNA from each tissue 

and each cell line was spotted in each well of either a 96 well or a 384-weIl PCR plate 
(Applied Biosystems). PCR cocktails included either a single gene specific probe and primers 
set, or two multiplexed probe and primers sets (a set specific for the target clone and another 
gene-specific set multiplexed with the target probe). PCR reactions were set up using 

25 TaqMan® One-Step RT-PCR Master Mix (Applied Biosystems, Catalog No. 4313803) 
following manufacturer's instructions. Reverse transcription was performed at 48°C for 30 
minutes followed by amplification/PCR cycles as follows: 95°C 10 min, then 40 cycles of 
95°C for 15 seconds, 60°C for 1 minute. Results were recorded as CT values (cycle at which a 
given sample crosses a threshold level of fluorescence) using a log scale, with the difference in 

30 RNA concentration between a given sample and the sample with the lowest CT value being 
represented as 2 to the power of delta CT. The percent relative expression is then obtained by 
taking the reciprocal of this RNA difference and multiplying by 100. 

When working with sscDNA samples, normalized sscDNA was used as described 

previously for RNA samples. PCR reactions containing one or two sets of probe and primers 

205 



WO 02/064791 



PCT/US01/48369 



were set up as described previously, using IX TaqMan® Universal Master mix (Applied 
Biosystems; catalog No. 4324020), following the manufacturer's instructions. PCR 
amplification was performed as follows: 95°C 10 min, then 40 cycles of 95°C for 15 seconds, 
60°C for 1 minute. Results were analyzed and processed as described previously. 



The plates for Panels 1, 1.1, 12 and 1.3D include 2 control wells (genomic DNA 
control and chemistry control) and 94 wells containing cDNA from various samples. The 
samples in these panels are broken into 2 classes: samples derived from cultured cell lines and 
samples derived from primary normal tissues. The cell lines are derived from cancers of the 

10 following types: lung cancer, breast cancer, melanoma, colon cancer, prostate cancer, CNS 

cancer, squamous cell carcinoma, ovarian cancer, liver cancer, renal cancer, gastric cancer and 
pancreatic cancer. Cell lines used in these panels are widely available through me American 
Type Culture Collection (ATCC), a repository for cultured cell lines, and were cultured using 
the conditions recommended by the ATCC. The normal tissues found on these panels are 

15 comprised of samples derived from all major organ systems from single adult individuals or 
fetuses. These samples are derived from the following organs: adult skeletal muscle, fetal 
skeletal muscle, adult heart, fetal heart, adult kidney, fetal kidney, adult liver, fetal liver, adult 
lung, fetal lung, various regions of Ihe brain, the spleen, bone marrow, lymph node, pancreas, 
salivary gland, pituitary gland, adrenal gland, spinal coid, thymus, stomach, small intestine, 

20 colon, bladder, trachea, breast, ovary, uterus, placenta, prostate, tests and adipose. 



5 



Panels 1, 1.1, 1.2, and 1.3D 



In the results for Panels 1, 1.1, 1.2 and 1.3D, the following abbreviations are used: 



ca. = carcmoma, 



25 



* = established from metastasis, 
met = metastasis, 
s cell var = small cell variant, 
non-s = non-sm = non-small, 



30 



squam = squamous, 

pi. eff = pi effusion = pleural effusion, 

glio = glioma, 

astro = astrocytoma, and 

neuro = neuroblastoma. 
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The plates for Panel 1.4 include 2 control wells (genomic DNA control and chemistry 
control) and 94 wells containing cDNA from various samples. The samples in Panel 1 .4 are 
broken into 2 classes: samples derived from cultured cell lines and samples derived from 
primary normal tissues. The cell lines are derived from cancers of the following types: lung 
5 cancer, breast cancer, melanoma, colon cancer, prostate cancer, CNS cancer, squamous cell 
carcinoma, ovarian cancer, liver cancer, renal cancer, gastric cancer and pancreatic cancer. 
Cell lines used in Panel 1.4 are widely available through the American Type Culture 
Collection (ATCC), a repository for cultured cell lines, and were cultured using the conditions 
recommended by the ATCC. The normal tissues found on Panel 1 .4 are comprised of pools of 

10 samples derived from all major organ systems from 2 to 5 different adult individuals or 
fetuses. These samples are derived from the following organs: adult skeletal muscle, fetal 
skeletal muscle, adult heart, fetal heart, adult kidney, fetal kidney, adult liver, fetal liver, adult 
lung, fetal lung, various regions of the brain, the spleen, bone marrow, lymph node, pancreas, 
salivary gland, pituitary gland, adrenal gland, spinal cord, thymus, stomach, small intestine, 

15 colon, bladder, trachea, breast, ovary, uterus, placenta, prostate, testis and adipose. 
Abbreviations are as described for Panels 1, 1.1, 1.2, and 1.3D. 

Panels 2D and 2.2 

The plates for Panels 2D and 2.2 generally include 2 control wells and 94 test samples 
composed of RNA or cDNA isolated from human tissue procured by surgeons working in 

20 close cooperation with the National Cancer Institute's Cooperative Human Tissue Network 
(CHTN) or the National Disease Research Initiative (NDRI). The tissues are derived from 
human malignancies and in cases where indicated many malignant tissues have "matched 
margins" obtained from noncancerous tissue just adjacent to the tumor. These are termed 
normal adjacent tissues and are denoted "NAT" in the results below. The tumor tissue and the 

25 "matched margins" are evaluated by two independent pathologists (the surgical pathologists 
and again by a pathologist at NDRI or CHTN). This analysis provides a gross 
histopathological assessment of tumor differentiation grade. Moreover, most samples include 
the original surgical pathology report that provides information regarding the clinical stage of 
the patient These matched margins are taken from the tissue surrounding (i.e. immediately 

30 proximal) to the zone of surgery (designated "NAT", for normal adjacent tissue, in Table RR). 
In addition, RNA and cDNA samples were obtained from various human tissues derived from 
autopsies performed on elderly people or sudden death victims (accidents, etc.). These tissues 
were ascertained to be free of disease and were purchased from various commercial sources 
such as Clontech (Palo Alto, CA), Research Genetics, and Invitrogen. 
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Panel 3D 

The plates of Panel 3D are comprised of 94 cDNA samples and two control samples. 
Specifically, 92 of these samples are derived from cultured human cancer cell lines, 2 samples 
of human primary cerebellar tissue and 2 controls. The human cell lines are generally obtained 

5 from ATCC (American Type Culture Collection), NCI or the German tumor cell bank and fall 
into the following tissue groups: Squamous cell carcinoma of the tongue, breast cancer, 
prostate cancer, melanoma, epidermoid carcinoma, sarcomas, bladder carcinomas, pancreatic 
cancers, kidney cancers, leukemias/lymphomas, ovarian/uterine/cervical, gastric, colon, lung 
and CNS cancer cell lines. In addition, there are two independent samples of cerebellum. 

10 These cells are all cultured under standard recommended conditions and RNA extracted using 
the standard procedures. The cell lines in panel 3D and 1 .3D are of the most common cell lines 
used in the scientific literature. 

Panels 4D, 4R, and 4.1D 

Panel 4 includes samples on a 96 well plate (2 control wells, 94 test samples) 
15 composed of RNA (Panel 4R) or cDNA (Panels 4D/4.1D) isolated from various human cell 
lines or tissues related to inflammatory conditions. Total RNA from control normal tissues 
such as colon and lung (Stratagene, La Jolla, CA) and thymus and kidney (Clontech) was 
employed. Total RNA from liver tissue from cirrhosis patients and kidney from lupus patients 
was obtained from BioChain (Biochain Institute, Inc., Hayward, CA). Intestinal tissue for 
20 RNA preparation from patients diagnosed as having Crohn f s disease and ulcerative colitis was 
obtained from the National Disease Research Interchange (NDRI) (Philadelphia, PA). 

Astrocytes, lung fibroblasts, dermal fibroblasts, coronary artery smooth muscle cells, 
small airway epithelium, bronchial epithelium, microvascular dermal endothelial cells, 
microvascular lung endothelial cells, human pulmonary aortic endothelial cells, human 

25 umbilical vein endothelial cells were all purchased from Clonetics (Walkersville, MD) and 
grown in the media supplied for these cell types by Clonetics. These primary cell types were 
activated with various cytokines or combinations of cytokines for 6 and/or 12-14 hours, as 
indicated. The following cytokines were used; IL-1 beta at approximately l-5ng/ml, TNF 
alpha at approximately 5-10ng/ml, IFN gamma at approximately 20-50ng/ml, IL-4 at 

30 approximately 5-10ng/ml, IL-9 at approximately 5-10ng/ml, DL-13 at approximately 5- 

lOng/ml. Endothelial cells were sometimes starved for various times by culture in the basal 
media from Clonetics with 0.1% serum. 
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Mononuclear cells were prepared from blood of employees at CuraGen Corporation, 
using Ficoll. LAK cells were prepared from these cells by culture in DMEM 5% FCS 
(Hyclone), 100nM non essential amino acids (Gibco/Life Technologies, Rockville, MD), 
ImM sodium pyruvate (Gibco), mercaptoethanol 5.5xlO" 5 M (Gibco), and lOmM Hepes 
(Gibco) and Interleukin 2 for 4-6 days. Cells were then either activated with 10-20ng/ml PMA 
and l-2^ig/mi ionomycin, IL-12 at 5-10ng/ml, IFN gamma at 20-50ng/ml and EL-18 at 5- 
lOng/ml for 6 hours. In some cases, mononuclear cells were cultured for 4-5 days in DMEM 
5% FCS (Hyclone), IOOjiM non essential amino acids (Gibco), ImM sodium pyruvate 
(Gibco), mercaptoethanol 5.5xlO" 5 M (Gibco), and lOmM Hepes (Gibco) with PHA 
(phytohemagglutinin) or PWM (pokeweed mitogen) at approximately 5ng/ml. Samples were 
taken at 24, 48 and 72 hours for RNA preparation. MLR (mixed lymphocyte reaction) samples 
were obtained by taking blood from two donors, isolating the mononuclear cells using Ficoll 
and mixing the isolated mononuclear cells 1 : 1 at a final concentration of approximately 
2xl0 6 cells/ml in DMEM 5% FCS (Hyclone), IOOjiM non essential amino acids (Gibco), ImM 
sodium pyruvate (Gibco), mercaptoethanol (5.5xl0~ 5 M) (Gibco), and lOmM Hepes (Gibco). 
The MLR was cultured and samples taken at various time points ranging from 1- 7 days for 
RNA preparation. 

Monocytes were isolated from mononuclear cells using CD14 Miltenyi Beads, +ve VS 
selection columns and a Vario Magnet according to the manufacturer's instructions. 
Monocytes were differentiated into dendritic cells by culture in DMEM 5% fetal calf serum 
(FCS) (Hyclone, Logan, UT), IOOjxM non essential amino acids (Gibco), ImM sodium 
pyruvate (Gibco), mercaptoethanol 5.5xl0" 5 M (Gibco), and lOmM Hepes (Gibco), 50ng/ml 
GMCSF and 5ng/ml DL-4 for 5-7 days. Macrophages were prepared by culture of monocytes 
for 5-7 days in DMEM 5% FCS (Hyclone), IOOjiM non essential amino acids (Gibco), ImM 
sodium pyruvate (Gibco), mercaptoethanol 5.5xlO* 5 M (Gibco), lOmM Hepes (Gibco) and 
10% AB Human Serum or MCSF at approximately 50ng/ml. Monocytes, macrophages and 
dendritic cells were stimulated for 6 and 12-14 hours with lipopolysaccharide (LPS) at 
lOOng/ml. Dendritic cells were also stimulated with anti-CD40 monoclonal antibody 
(Pharmingen) at lOjig/ml for 6 and 12-14 hours. 

CD4 lymphocytes, CD8 lymphocytes and NK cells were also isolated from 
mononuclear cells using CD4, CD8 and CD56 Miltenyi beads, positive VS selection columns 
and a Vario Magnet according to the manufacturer's instructions. CD45RA and CD45RO CD4 
lymphocytes were isolated by depleting mononuclear cells of CD8, CD56, CD14 and CD19 
cells using CD8, CD56, CD 14 and CD19 Miltenyi beads and positive selection. CD45RO 
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beads were then used to isolate the CD45RO CD4 lymphocytes with the remaining cells being 

CD45RA CD4 lymphocytes. CD45RA CD4, CD45RO CD4 and CD8 lymphocytes were 

placed in DMEM 5% FCS (Hyclone), IOOjiM non essential amino acids (Gibco), ImM 

sodium pyruvate (Gibco), mercaptoethanol 5.5xl0" 5 M (Gibco), and lOmM Hepes (Gibco) and 

5 plated at 10 6 cells/ml onto Falcon 6 well tissue culture plates that had been coated overnight 
with 0.5ng/ml anti-CD28 (Pharmingen) and 3ug/ml anti-CD3 (OKT3, ATCQ in PBS. After 6 
• and 24 hours, the cells were harvested for RNA preparation. To prepare chronically activated 
CD8 lymphocytes, we activated the isolated CD8 lymphocytes for 4 days on anti-CD28 and 
anti-CD3 coated plates and then harvested the cells and expanded them in DMEM 5% FCS 

10 (Hyclone), IOOjiM non essential amino acids (Gibco), ImM sodium pyruvate (Gibco), 

mercaptoethanol 5.5x10"^ (Gibco), and lOmM Hepes (Gibco) and DL-2. The expanded CD8 
cells were then activated again with plate bound anti-CD3 and anti-CD28 for 4 days and 
expanded as before. RNA was isolated 6 and 24 hours after the second activation and after 4 
days of the second expansion culture. The isolated NK cells were cultured in DMEM 5% FCS 

15 (Hyclone), 100 \M non essential amino acids (Gibco), ImM sodium pyruvate (Gibco), 

mercaptoethanol 5.5xl0" 5 M (Gibco), and lOmM Hepes (Gibco) and IL-2 for 4-6 days before 
RNA was prepared. 

To obtain B cells, tonsils were procured from NDRL The tonsil was cut up with sterile 
dissecting scissors and then passed through a sieve. Tonsil cells were then spun down and 
20 resupended at 10 6 cells/ml in DMEM 5% FCS (Hyclone), IOOjiM non essential amino acids 
(Gibco), ImM sodium pyruvate (Gibco), mercaptoethanol 5.5xl0~ 5 M (Gibco), and lOmM 
Hepes (Gibco). To activate the cells, we used PWM at 5jig/ml or anti-CD40 (Pharmingen) at 
approximately 10|ig/ml and IL-4 at 5-10ng/ml. Cells were harvested for RNA preparation at 
24,48 and 72 hours. 

25 To prepare the primary and secondary Thl/Th2 and Trl cells, six-well Falcon plates 

were coated overnight with lOjig/ml anti~CD28 (Pharmingen) and 2|ig/ml OKT3 (ATCC), and 
then washed twice with PBS. Umbilical cord blood CD4 lymphocytes (Poietic Systems, 
German Town, MD) were cultured at 10 5 -10 6 cells/ml in DMEM 5% FCS (Hyclone), 100[iM 
non essential amino acids (Gibco), ImM sodium pyruvate (Gibco), mercaptoethanol 5.5x10" 

30 5 M (Gibco), lOmM Hepes (Gibco) and IL-2 (4ng/ml). IL-12 (5ng/ml) and anti-EL4 (1 jig/ml) 
were used to direct to Thl, while IL-4 (5ng/ml) and anti-IFN gamma (1 fxg/ml) were used to 
direct to Th2 and IL-10 at 5ng/ml was used to direct to Trl. After 4-5 days, the activated Thl, 
Th2 and Trl lymphocytes were washed once in DMEM and expanded for 4-7 days in DMEM 
5% FCS (Hyclone), IOOjiM non essential amino acids (Gibco), ImM sodium pyruvate 
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(Gibco), mercaptoethanol 5.5xl0* 5 M (Gibco), lOmM Hepes (Gibco) and IL-2 (lng/ml). 
Following this, the activated Thl, Th2 and Trl lymphocytes were re-stimulated for 5 days 
with anti-CD28/OKT3 and cytokines as described above, but with the addition of anti-CD95L 
(1 jig/ml) to prevent apoptosis. After 4-5 days, the Thl, Th2 and Trl lymphocytes were 
5 washed and then expanded again with IL-2 for 4-7 days. Activated Thl and Th2 lymphocytes 
were maintained in this way for a maximum of three cycles. RNA was prepared from primary 
and secondary Thl, Th2 and Trl after 6 and 24 hours following the second and third 
activations with plate bound anti-CD3 and anti-CD28 mAbs and 4 days into the second and 
third expansion cultures in Interleukin 2. 

10 The following leukocyte cells lines were obtained from the ATCC: Ramos, EOL-1, 

KU-812. EOL cells were further differentiated by culture in O.lmM dbcAMP at 5xl0 5 cells/ml 
for 8 days, changing the media every 3 days and adjusting the cell concentration to 
5xl0 5 cells/ml. For the culture of these cells, we used DMEM or RPMI (as recommended by 
the ATCC), with the addition of 5% FCS (Hyclone), lOO^iM non essential amino acids 

15 (Gibco), ImM sodium pyruvate (Gibco), mercaptoethanol 5.5xl0" 5 M (Gibco), lOmM Hepes 
(Gibco). RNA was either prepared from resting cells or cells activated with PMA at lOng/ml 
and ionomycin at lfig/ml for 6 and 14 hours. Keratinocyte line CCD106 and an airway 
epithelial tumor line NCI-H292 were also obtained from the ATCC. Both were cultured in 
DMEM 5% FCS (Hyclone), IOOjxM non essential amino acids (Gibco), ImM sodium pyruvate 

20 (Gibco), mercaptoethanol 5.5xl0" 5 M (Gibco), and lOmM Hepes (Gibco). CCD1 106 cells were 
activated for 6 and 14 hours with approximately 5 ng/ml TNF alpha and lng/ml IL-1 beta, 
while NCI-H292 cells were activated for 6 and 14 hours with the following cytokines: 5ng/ml 
IL-4, 5ng/ml IL-9, 5ng/ml IL-1 3 and 25ng/ml EFN gamma. 

For these cell lines and blood cells, RNA was prepared by lysing approximately 
25 10 7 cells/ml using Trizol (Gibco BRL). Briefly, 1/10 volume of bromochloropropane 

(Molecular Research Corporation) was added to the RNA sample, vortexed and after 10 
minutes at room temperature, the tubes were spun at 14,000 rpm in a Sorvall SS34 rotor. The 
aqueous phase was removed and placed in a 15ml Falcon Tube. An equal volume of 
isopropanol was added and left at -20°C overnight. The precipitated RNA was spun down at 
30 9,000 rpm for 1 5 min in a Sorvall SS34 rotor and washed in 70% ethanol. The pellet was 

redissolved in 300|il of RNAse-free water and 35jil buffer (Promega) 5]ii DTT, 7\il RNAsin 
and 8|xl DNAse were added. The tube was incubated at 37°C for 30 minutes to remove 
contaminating genomic DNA, extracted once with phenol chloroform and re-precipitated with 
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1/10 volume of 3M sodium acetate and 2 volumes of 100% ethanol. The RNA was spun down 

and placed in RNAse free water! RNA was stored at -80°C. 
AI_comprehensive panel_vl.O 

The plates for AI_comprehensive paneljvl.O include two control wells and 89 test 
5 samples comprised of cDNA isolated from surgical and postmortem human tissues obtained 
from the Backus Hospital and Clinomics (Frederick, MD). Total RNA was extracted from 
tissue samples from the Backus Hospital in the Facility at CuraGen. Total RNA from other 
tissues was obtained from Clinomics. 

Joint tissues including synovial fluid, synovium, bone and cartilage were obtained from 
10 patients undergoing total knee or hip replacement surgery at the Backus Hospital. Tissue 

samples were immediately snap frozen in liquid nitrogen to ensure that isolated RNA was of 
optimal quality and not degraded. Additional samples of osteoarthritis and rheumatoid arthritis 
joint tissues were obtained from Clinomics. Normal control tissues were supplied by 
Clinomics and were obtained during autopsy of trauma victims. 

1 5 Surgical specimens of psoriatic tissues and adjacent matched tissues were provided as 

total RNA by Clinomics. Two male and two female patients were selected between the ages of 
25 and 47. None of the patients were taking prescription drugs at the time samples were 
isolated. 

Surgical specimens of diseased colon from patients with ulcerative colitis and Crohns 
20 disease and adjacent matched tissues were obtained from Clinomics. Bowel tissue from three 
female and three male Crohn's patients between the ages of 41-69 were used. Two patients 
were not on prescription medication while the others were taking dexamethasone, 
phenobaibital, or tylenol. Ulcerative colitis tissue was from three male and four female 
patients. Four of the patients were taking lebvid and two were on phenobarbital. 

25 Total RNA from post mortem lung tissue from trauma victims with no disease or with 

emphysema, asthma or COPD was purchased from Clinomics. Emphysema patients ranged in 
age from 40-70 and all were smokers, this age range was chosen to focus on patients with 
cigarette-linked emphysema and to avoid those patients with alpha- lanti-trypsin deficiencies. 
Asthma patients ranged in age from 36-75, and excluded smokers to prevent those patients that 

30 could also have COPD. COPD patients ranged in age from 35-80 and included both smokers 
and non-smokers. Most patients were taking corticosteroids, and bronchodilators. 

In the labels employed to identify tissues in the AI_comprehensive paneWl.O panel, 
the following abbreviations are used: 
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AI = Autoimmunity 

Syn = Synovial 

Normal = No apparent disease 

Rep22 /Rep20 = individual patients 

5 RA = Rheumatoid arthritis 

Backus = From Backus Hospital 

OA = Osteoarthritis 

(SS) (BA) (MF) = Individual patients 

Adj = Adjacent tissue 

1 0 Match control = adjacent tissues 

-M = Male 

-F = Female 

COPD = Chronic obstructive pulmonary disease 
Panels 5D and 51 

1 5 The plates for Panel 5D and 51 include two control wells and a variety of cDNAs 

isolated from human tissues and cell lines with an emphasis on metabolic diseases. Metabolic 
tissues were obtained from patients enrolled in the Gestational Diabetes study. Cells were 
obtained during different stages in the differentiation of adipocytes from human mesenchymal 
stem cells. Human pancreatic islets were also obtained. 

20 In the Gestational Diabetes study subjects are young (18-40 years), otherwise healthy 

women with and without gestational diabetes undergoing routine (elective) Caesarean section. 
After delivery of the infant, when the surgical incisions were being repaired/closed, the 
obstetrician removed a small sample. 

Patient 2: Diabetic Hispanic, overweight, not on insulin 
25 Patient 7-9: Nondiabetic Caucasian and obese (BMI>30) 

Patient 10: Diabetic Hispanic, overweight, on insulin 
Patient 1 1: Nondiabetic African American and overweight 
Patient 12: Diabetic Hispanic on insulin 

Adipocyte differentiation was induced in donor progenitor cells obtained from Osirus 
30 (a division of Clonetics/BioWhittaker) in triplicate, except for Donor 3U which had only two 
replicates. Scientists at Clonetics isolated, grew and differentiated human mesenchymal stem 
cells (HuMSCs) for CuraGen based on the published protocol found in Mark F. Pittenger, et 
al., Multilineage Potential of Adult Human Mesenchymal Stem Cells Science Apr 2 1999: 
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143-147. Clonetics provided Trizol lysates or frozen pellets suitable for mRNA isolation and 

ds cDNA production. A general description of each donor is as follows: 

Donor 2 and 3 U: Mesenchymal Stem cells, Undifferentiated Adipose 
Donor 2 and 3 AM: Adipose, AdiposeMidway Differentiated 
5 Donor 2 and 3 AD: Adipose, Adipose Differentiated 

Human cell lines were generally obtained from ATCC (American Type Culture 
Collection), NCI or the German tumor cell bank and fall into the following tissue groups: 
kidney proximal convoluted tubule, uterine smooth muscle cells, small intestine, liver HepG2 
cancer cells, heart primary stromal cells, and adrenal cortical adenoma cells. These cells are all 
1 0 cultured under standard recommended conditions and RNA extracted using the standard 
procedures. All samples were processed at CuraGen to produce single stranded cDNA. 

Panel 51 contains all samples previously described with the addition of pancreatic islets 
from a 58 year old female patient obtained from the Diabetes Research Institute at the 
University of Miami School of Medicine. Islet tissue was processed to total RNA at an outside 
1 5 source and delivered to CuraGen for addition to panel 51. 

In the labels employed to identify tissues in the 5D and 51 panels, the following 
abbreviations are used: 

GO Adipose = Greater Omentum Adipose 
SK= Skeletal Muscle 
20 UT = Uterus 

PL « Placenta 

AD = Adipose Differentiated 

AM = Adipose Midway Differentiated 

U = Undifferentiated Stem Cells 

25 Panel CNSD.01 

The plates for Panel CNSD.01 include two control wells and 94 test samples 
comprised of cDNA isolated from postmortem human brain tissue obtained from the Harvard 
Brain Tissue Resource Center. Brains are removed from calvaria of donors between 4 and 24 
hours after death, sectioned by neuroanatomists, and frozen at -80°C in liquid nitrogen vapor. 
30 All brains are sectioned and examined by neuropathologists to confirm diagnoses with clear 
associated neuropathology. 
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Disease diagnoses are taken from patient records. The panel contains two brains from 
each of the following diagnoses: Alzheimer's disease, Parkinson's disease, Huntington's 
disease, Progressive Supernuclear Palsy, Depression, and "Normal controls". Within each of 
these brains, the following regions are represented: cingulate gyrus, temporal pole, globus 
5 palladus, substantia nigra, Brodman Area 4 (primary motor strip), Brodman Area 7 (parietal 
cortex), Brodman Area 9 (prefrontal cortex), and Brodman area 17 (occipital cortex). Not all 
brain regions are represented in all cases; e.g., Huntington's disease is characterized in part by 
neurodegeneration in the globus palladus, thus this region is impossible to obtain from 
confirmed Huntington's cases. Likewise Parkinson's disease is characterized by degeneration 
10 of the substantia nigra making this region more difficult to obtain. Normal control brains were 
examined for neuropathology and found to be free of any pathology consistent with 
neurodegeneration. 

In the labels employed to identify tissues in the CNS panel, the following abbreviations 
are used: 

1 5 PSP = Progressive supranuclear palsy 

Sub Nigra = Substantia nigra 

Glob Palladus= Globus palladus 

Temp Pole = Temporal pole 

Cing Gyr = Cingulate gyrus 
20 BA 4 = Brodman Area 4 

Panel CNS_Neurodegeneration_V1.0 

The plates for Panel CNS_Neurodegeneration_V1.0 include two control wells and 47 
test samples comprised of cDNA isolated from postmortem human brain tissue obtained from 
the Harvard Brain Tissue Resource Center (McLean Hospital) and the Human Brain and 
25 Spinal Fluid Resource Center (VA Greater Los Angeles Healthcare System). Brains are 
removed from calvaria of donors between 4 and 24 hours after death, sectioned by 
neuroanatomists, and frozen at -80°C in liquid nitrogen vapor. All brains are sectioned and 
examined by neuropathologists to confirm diagnoses with clear associated neuropathology. 

Disease diagnoses are taken from patient records. The panel contains six brains from 
30 Alzheimer's disease (AD) patients, and eight brains from "Normal controls" who showed no 
evidence of dementia prior to death. The eight normal control brains are divided into two 
categories: Controls with no dementia and no Alzheimer's like pathology (Controls) and 
controls with no dementia but evidence of severe Alzheimer's like pathology, (specifically 
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senile plaque load rated as level 3 on a scale of 0-3; 0 = no evidence of plaques, 3 = severe AD 
senile plaque load). Within each of these brains, the following regions are represented: 
hippocampus, temporal cortex (Brodman Area 21), parietal cortex (Brodman area 7), and 
occipital cortex (Brodman area 17). These regions were chosen to encompass all levels of 
5 neurodegeneration in AD. The hippocampus is a region of early and severe neuronal loss in 
AD; the temporal cortex is known to show neurodegeneration in AD after the hippocampus; 
the parietal cortex shows moderate neuronal death in the late stages of the disease; the 
occipital cortex is spared in AD and therefore acts as a "control" region within AD patients. 
Not all brain regions are represented in all cases. 

10 In die labels employed to identify tissues in the CNS JSfeurodegeneration_Vl -0 panel, 

the following abbreviations are used: 

AD = Alzheimer^ disease brain; patient was demented and showed AD-like 
pathology upon autopsy 

Control = Control brains; patient not demented, showing no neuropathology 
1 5 Control (Path) = Control brains; pateint not demented but showing sever AD-like 

pathology 

SupTemporal Ctx = Superior Temporal Cortex 
Inf Temporal Ctx = Inferior Temporal Cortex 

A. NOV1 CG50377-01/ 146642892 and CG50377-02: Cub and Sushi 
20 Domain-Containing Protein 

Expression of gene CG50377-01 and variant CG50377-02 was assessed using the primer- 
probe sets Ag2420, Agl69, Ag65 and Ag575, described in Tables 13AA, 13AB, 13AC and 
13AD. Results of the RTQ-PCR runs are shown in Tables 13AE, 13AF, 13AG, 13AH, 13AI, 
13AJ, 13AKand 13AL. 

25 Table 13AA . Probe Name Ag2420 



Primers 


Sequences 


Length 


Start Position 


Forward 


S'-ctgcacttggctggaactta-S' (SEQ ID NO: 113) 


20 


9465 


Probe 


TET-S^tttcatctcctactccaggtgtaccaO'-TAMRACSEQ ID NO: 1 14) 


26 


9498 | 


Reverse 


S'-atctccacaggccctgtaat-S'CSEQIDNO: 115) 


20 


9525 



Table 13AB . Probe Name Agl69 



Primers 


Sequences 


Length 


Start Position 


Forward 


5'-ccagccatgctcagagtgact-3' (SEQ ID NO: 116) 


21 


9384 


Probe 


TET-5'-ttgccaacagcaaggtcaatgccac-3'-TAMRA(SBQ ID NO: 117) 


25 


9415 


Reverse 


5'-cgccactgtggtcgatcat-3'(SEQ ID NO: 118) 


19 


9441 



Table 13 AC . Probe Name Ag65 
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Primers) Sequences 


Lenpth 


i Start Position 


Forward js'-ccacagtttgggatacagaacaatt-S 1 (SEQ ID NO: 1 19) 


25 


8923 


Probe jTET-S'-actgtgcttccaacctggtagccctga-B'-TAMRA (SEQ ID NO: 1 20) 


27 


8949 


Reverse js'-agcctttttgacaacggaagag^' (SEQ ID NO: 121) 


22 


8977 


Table 13AD. Probe Name Ag575 


Primers 


Sequences | 




BBS 


Forward 


5 t -aagctggagtatcaggcctatga-3 f (SEQ ID NO: 122) 


23 


5485 


Probe 


TET-S'-agagtgcccagacccagagcccttt-S'-TAMRA (SEQ ID NO: 123) 


25 


5514 


Reverse 


S'-ctcccctcacaatgccattg-S^SEQIDNO: 124) 


20 


5541 



Table 13AE . CNSjneurodegeneration_vLO 





Rel.Exp.(%)Ag2420, 
Run 208714879 


Tissue Name 


Rel. Exp.(%) Ag2420, 
Run 208714879 


ATI 1 T4"tr\«rw 
rSSJ i jlippO 


o.4 


Control (Path) 3 
Temporal Ctx 


1.8 


AT) 9 UirinA 


1 A O 
14. y 


Control (Path) 4 
Temporal Ctx 


15.7 


AD 3 Hippo 


1.8 


AD 1 Occipital Ctx 


11.0 


AD 4 Hippo 


3.0 


|AD 2 Occipital Ctx 
(Missing) 


0.0 


AD 5 Hippo 


100.0 


AD 3 Occipital Ctx 


1.9 


AD 6 Hippo 


32.3 


AD 4 Occipital Ctx 


9 1 


Control 2 Hippo 


11.1 


AD 5 Occipital Ctx 


17.1 


Control 4 Hinno 




r\U D tJCCipiuil VAX. 


24. / 


Control (Path) 3 
Hippo 


2.6 


Control 1 Occipital 


1.7 


AD 1 Temporal Ctx 


5.7 


Control 2 Occipital 
Ctx 


49.0 


AD 2 Temporal Ctx 


10.5 


Control 3 Occipital 
Ctx 


11.2 


AD 3 Temporal Ctx 


2.8 


Control 4 Occipital 
Ctx 


1.2 


AD 4 Temporal Ctx 


10.1 


Control (Path) 1 
Occipital Ctx 


48.6 


AD 5 Inf Temporal 
Ctx 


36.3 


Control (Path) 2 
Occipital Ctx 


8.6 


AD 5 Sup Temporal 
Ctx 


33.2 


Control (Path) 3 
Occipital Ctx 


1.2 


AD 6 Inf Temporal 
Ctx 


33.9 


Control (Path) 4 
Occipital Ctx 


9.7 


AD 6 Sup Temporal 
Ctx 


35.4 


Control 1 Parietal | 
Ctx 


0.8 


Control 1 Temporal 
Ctx 


3.1 


Control 2 Parietal 
Ctx 


14.9 



217 



WO 02/064791 



PCT/USO 1/48369 



Control 2 Temporal 
Ctx 


16.4 


Control 3 Parietal 
Ctx 


9.2 


Control 3 Temporal 
Ctx 


8.0 


Control (Path) 1 
Parietal Ctx 


39.5 


Control 3 Temporal 
Ctx 


2.5 


Control (Path) 2 
Parietal Ctx 


16.5 


Control (Path) 1 
Temporal Ctx 


31.9 


Control (Path) 3 
Parietal Ctx 


0.7 


Control (Path) 2 
Temporal Ctx 


23.3 


Control (Path) 4 
Parietal Ctx 


38.7 



Table 13AF . Panel 1 



Tissue Name 


Rel. 
Exp.(%) 
Agl69, 

Run 
87590884 


Rel. 
Exp.(%) 
Agl69, 

Run 
87591554 


ReL 
Exp.(%) 
Ag65, 

Run 
87352491 


Tissue 

11 a LUC 


Rel. 
Exp.(%) 
Agl69, 

Run 
87590884 


ReL 
Exp.(%) 
Agl69, 
Run 

Aartf mm mm A 

87591554 


Rel. 
Exp.(%) 
Ag65, 

Run 
87352491 


Endothelial 
cells 


0.0 


0.0 


0.0 


Renal ca. 
786-0 


0.0 


0.0 


0.0 


Endothelial 
cells (treated) 


0.0 


0.0 


0.0 


Renal ca. 
A498 


0.0 


0.0 


0.0 


Pancreas 


0.0 


0.0 


0.0 


Renal ca. 
PJCF393 


0.0 


0.0 


0.0 


Pancreatic ca. 
CAP AN 2 


0.0 


0.0 


0.0 


Renal ca. 
ACHN 


0.0 


0.0 


0.0 


Adrenal gland 


0.0 


0.0 


0.0 


Renal ca. 
UO-31 


0.0 


0.0 


0.0 


Thyroid 


0.0 


0.0 


0.0 


Renal ca. 
TK-10 


0.0 


0.0 


0.0 


Salivary gland 


0.0 


0.0 


0.0 


Liver 


0.0 


0.0 


0.0 


Pituitary gland 


0.0 


0.0 


0.0 


Liver (fetal) 


0.0 


0.0 


0.0 


Brain (fetal) 


46.7 


100.0 


100.0 


Liver ca. 

(hepatoblast) 

HepG2 


0.0 


0.0 


0.0 


Brain (whole) 


3.3 


0.0 


24.5 


Lung 


0.0 


0.0 


0.0 


Brain 

(amygdala) 


0.0 


0.0 


11.1 


Lung (fetal) 


0.0 


0.0 


0.0 


Brain 

(cerebellum) 


100.0 


41.5 


22.4 


Lung ca. 
(small cell) 
LX-1 


0.0 


0.0 


0.0 


Brain 

(hippocampus) 


0.0 


0.0 


22.8 


Lung ca. 
(small cell) 
NCI-H69 


0.0 


0.0 


0.0 


Brain 

(substantia 

nigra) 


0.0 


0.0 


8.5 


Lung ca. 
(s.cell var.) 
SHP-77 


0.0 


0.0 


0.0 


Brain 


0.0 


0.0 


2.5 


Lungca. 


0.0 


0.0 


0.0 
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(thalamus) 








(large 

cell)NCI- 

H460 








Brain 

(hypothalamus) 


0.0 


0.0 


0.0 


Lung ca. 
(non-sm. 
cell)A549 




0.0 


0.0 


0.0 


Spinal cord 


0.0 


0.0 


2.2 


Lung ca. 

(non-s.cell) 

NCI-H23 


0.0 


0.0 


0.0 


guo/astro U87- 
MG 


34.4 


0.5 


29.9 


Lung ca. 

(non-s.cell) 

HOP-62 


0.0 


0.0 


0.0 


glio/astro U- 
118-MG 


0.0 


0.0 


0.0 


Lung ca. 

(non-s.cl) 

NCI-H522 


0.0 


0.0 


0.0 


astrocytoma 
SW1783 


0.0 


0.0 


0.9 


Lung ca. 
(squam.) SW 
900 


0.0 


0.0 


0.0 


neuro*; met 
SK-N-AS 


0.0 


0.0 


0.0 


Lung ca. 
(squam.) 
NCI-H596 


0.0 


0.0 


0.0 


astrocytoma 
SF-539 


0.0 


0.0 


0.0 


Mammary 
gland 


0.0 


0.0 


0.0 


astrocytoma 
SNB-75 


0.0 


0.0 


0.0 


Breast ca.* 
(pl.ef) MCF- 
7 


0.0 


0.0 


0.0 


glioma SNB-19 


0.0 


0.0 


0.0 


Breast ca.* 
(pl.ef) 
MDA-MB- 
23 1 


0.0 


0.0 


0.0 


glioma U25l 


0.0 


0.0 


O.l 


Breast ca.* 
(pL ef) 
T47D 


0.0 


0.0 


0.0 


glioma SF-295 


0.0 


0.0 


0.9 


Breast ca. 
BT-549 


0.0 


0.0 


0.0 






U.v 


\J.KJ 


Breast ca. 
MDA-N 


u.u 


u.u 


u.u 


Skeletal muscle 


0.0 


0.0 


0.0 


Ovary 


0.0 


0.0 


0.0 


Bone marrow 


0.0 


0.0 


0.0 


Ovarian ca. 
OVCAR-3 


0.0 


0.0 


0.0 


Thymus 


0.0 


0.0 


0.0 


Ovarian ca. 
OVCAR-4 


0.0 


0.0 


0.0 


Spleen 


0.0 


0.0 


0.0 


Ovarian ca. 
OVCAR-5 


0.0 


0.0 


0.0 


Lymph node 


0.0 


0.0 


0.0 


Ovarian ca. 
OVCAR-8 


0.0 


0.0 


0.0 


Colon 


0.0 


0.0 


0.0 


Ovarian ca. 


0.0 


0.0 


0.0 
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(ascending) 








IGROV-1 








Stomach 


0.0 


0.0 


0.0 


Ovarian ca. 
(ascites) SK- 
OV-3 


0.0 


0.0 


0.0 


Small intestine 


0.0 


0.0 


0.0 


Uterus 


0.0 


0.0 


0.0 


Colon ca. 
SW480 


0.0 


0.0 


0.0 


Placenta 


0.0 


0.0 


0.0 


Colon ca.* 
SW620 
(SW480 met) 


0.0 


0.0 


0.0 


Prostate 


0.0 


0.0 


0.0 


Colon ca. 
HT29 


0.0 


0.0 


0.0 


Prostate ca.* 
(bone met) 
PC-3 


0.0 


0.0 


0.0 


Colon ca. 
HCT-116 


0.0 


0.0 


• 0.0 


Testis 


0.0 


0.0 


0.5 


Colon ca. 
CaCo-2 


0.0 


0.0 


0.0 


Melanoma 
Hs688(A).T 


0.0 


0.0 


0.0 


Colon ca. 
HCT-15 


. 0.0 


0.0 


0.0 


Melanoma* 
(met) 

Hs688(B).T 


0.0 


0.0 


0.0 


Colon ca. 
HCC-2998 


0.0 


0.0 


0.0 


Melanoma 
UACC-62 


0.0 


0.0 


0.0 


Gastric ca. 
(liver met) 
NCI-N87 


0.0 


0.0 


0.0 


Melanoma 
M14 


0.0 


0.0 


0.0 


Bladder 


0.0 


0.0 


0.0 


Melanoma 
LOXIMVI 


0.0 


0.0 


0.0 


Trachea 


0.0 


0.0 


0.0 


Melanoma* 
(met) SK- 
MEL-5 


0.0 


0.0 


0.0 




0 0 


0 0 

v/.v 


0 0 


Melanoma 
SK-MEL-28 


0 0 


0.0 


0.0 


Kidney (fetal) 


0.0 


0.0 


0.0 









Table 13 AG . Panel 1.1 



Tissue Name 


Rel. Exp.(%) Ag575, 
Run 109646812 


Tissue Name 


Rel. Exp.(%) Ag575, 
Ran 109646812 


Adrenal gland 


0.4 


Renal ca.UO-31 


0.0 


Bladder 


9.8 


Renal ca. RXF 393 


0.0 


Brain (amygdala) 


3.7 


Liver 


0.0 


Brain (cerebellum) 


18.6 


Liver (fetal) 


0.0 ! 


Brain (hippocampus) 


15.9 


Liver ca. 

(hepatoblast) HepG2 


0.0 


Brain (substantia nigra) 


31.9 


Lung 


0.0 


Brain (thalamus) 


3.6 


Lung (fetal) 


0.0 


Cerebral Cortex 


34.6 


Lung ca. (non-s.cell) 


0.0 
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HOP-62 




Brain (fetal) 


69.7 


Lung ca. (large 
cell)NCI-H460 


0.0 


Brain (whole) 


15.6 


Lung ca. (non-s.cell) 
NCI-H23 


0.0 


glio/astroU-118-MG 


1.4 


Lung ca. (non-s.cl) 
NCI-H522 


0.8 


astrocytoma SF-539 


0.0 


Lung ca. (non-sm. 
cell) A549 


0.0 


astrocytoma SNB-75 


0.0 


Lung ca. (s.cell var.) 
SHP-77 


0.0 


astrocytoma SW1783 


11.4 


Lung ca. (small cell) 
LX-1 


0.0 


glioma U251 


2.2 


Lung ca. (small cell) 
NCI-H69 


0.0 


glioma SF-295 


20.6 


Lung ca. (squam.) 
SW 900 


0.0 


glioma SNB-19 


1.9 


Lung ca. (squam.) 
NCI-H596 


fi n 
u.u 


;uo/astro Uo/-M(jr 


100.0 


Lymph node 


0.0 


neuro*, met oK-N-AS 


0.0 


Spleen 


0.0 


Mammary gland 


0.0 


Thymus 


0.0 


Breast ca. BT-549 


0.0 


Ovary 


0.0 


Breast ca. MDA-N 


0.0 


Ovarian ca. IGROV- 
1 


0.0 


Breast ca.* (pi. ef) 
T47D 


0.0 


Ovarian ca. 
OVCAR-3 


0.0 


Breast ca.* (pl.ef) 
MCF-7 


0.0 


Ovarian ca. 
OVCAR-4 


0.0 


Breast ca.* (pl.ef) 
MDA-MB-231 


0.0 


Ovarian ca. 
OVCAR-5 


0.0 


Small intestine 


0.0 


Ovarian ca. I 

OVCAR-8 1 00 


Colorectal 


0.0 


Ovarian ca. (ascites) 
SK-OV-3 


0.0 


Colon ca. HT29 


0.0 


Pancreas 


0.0 


Colon ca. CaCo-2 


0.0 


Pancreatic ca. 
CAP AN 2 


0.0 


v^oion ca. ric 1-15 


0.0 


Pituitary gland 


0.1 


colon ca. lie 1-116 


0.0 


Placenta 


0.0 


Colon ca. HCC-2998 


0.0 


Prostate 


0.0 


Colon ca. SW480 


0.0 ; 

1 


Prostate ca.* (bone 
met)PC-3 


0.0 


Colon ca * SW6?0 
(SW480 met) 


0.0 


Salivary gland 


0.0 
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Stomach 


0.1 


Trachea 


0.0 


Gastric ca. (liver met) 
NCI-N87 


n o 


QtYITIJiI POT/I 


D.J 


Heart 


0.1 


Testis 


0.1 


Skeletal muscle (Fetal) 


0.1 


Thyroid 


0.0 


Skeletal muscle 


0.0 


Uterus 


0.0 


Endothelial cells 


0.0 


Melanoma M14 


0.0 


Heart (Fetal) 


0.0 


Melanoma LOX 
IMVI 


0.0 


Kidney 


0.0 


Melanoma UACC- 
62 


0.0 


Kidney (fetal) 


0.0 


Melanoma SK- 
MEL-28 


0.0 


Renal ca. 786-0 


0.0 


Melanoma* (met) 
SK-MEL-5 


0.0 


Renal ca. A498 


0.0 


Melanoma 
Hs688(A).T 


1.9 


Renal ca ACHN 

IWJLlUi VU • A XV>A JUL. ^ 


0.0 


Melanoma* (met) 
Hs688(B).T 


1.8 


Renal ca. TK-10 


0.0 







Table 13AH. Panel 1.2 



Tissue Name 


Rel. Exp.(%) Ag575, 
Run 116351999 


Tissue Name 


Rel. Exp.(%) Ag575, 
Run 116351999 


Endothelial cells 


0.1 


Renal ca. 786-0 


0.0 


Heart (Fetal) 


0.1 


Renal ca. A498 


0.0 


Pancreas 


0.5 


Renal ca. RXF 393 


0.0 


Pancreatic ca. CAP AN 
2 


0.0 


Renal ca. ACHN 


0.0 


Adrenal gland 


1.9 


Renal ca.UO-31 


0.0 


Thyroid 


0.3 


Renal ca. TK-10 


0.0 


Salivary gland 


0.2 


Liver 


0.1 


Pituitary gland 


1.1 


Liver (fetal) 


0.1 


Brain (fetal) 


100.0 


Liver ca. 

(hepatoblast) HepG2 


0.0 


Brain (whole) 


9.1 


Lung 


0.0 


Brain (amygdala) 


7.1 


Lung (fetal) 


0.0 


Brain (cerebellum) 


5.3 


Lung ca. (small cell) 
LX-1 


0.0 


Brain (hippocampus) 


10.2 


Lung ca. (small cell) 
NCI-H69 


0.0 


Brain (thalamus) 


1.8 


Lung ca. (s.cell var.) 
SHP-77 


0.0 


Cerebral Cortex 


8.8 


Lung ca. (large 
cell)NCI-H460 


0.0 
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Spinal cord 


1.9 


Lung ca. (non-sm. 
cell) A549 


0.0 


glio/astro U87-MG 


44.8 


Lung ca. (non-s.cell) 
NCI-H23 


0.0 


glio/astroU-118-MG 


0.8 


Lung ca. (non-s.cell) 
HOP-62 


0.1 


astrocytoma SW1783 


4.3 


Lung ca. (non-s.cl) 
NCI-H522 


1.0 


neuro*; met SK-N-AS 


0.0 


Lung ca. (squam.) 
SW 900 


0.0 


astrocytoma SF-539 


0.0 


Lung ca. (squam.) 
NCI-H596 


u.u 


astrocytoma SNB-75 


0.0 


Mammary gland 


0.4 


glioma SNB-19 


2.0 


Breast ca.* (pl.ef) 
MCF-7 


! o.o 


glioma U251 


3.8 


Breast ca.* (pl.ef) 
MDA-MB-231 


0.0 


glioma SF-295 


5.4 


Breast ca.* (pi. ef) 
T47D 


U.U 


Heart 


■ 1.1 


Breast ca. BT-549 


0.2 


Skeletal muscle 


0.7 


Breast ca. MDA-N 


0.0 


Bone marrow 


0.0 


Ovary 


0.2 


Thymus 


0.0 


Ovarian ca. OVCAR- 
3 


0.0 


Spleen 


0.3 


Ovarian ca. OVCAR- 
4 


0.0 


Lymph node 


0.4 


Ovarian ca. OVCAR- 
5 


0.0 


Colorectal 


0.0 


Ovarian ca. OVCAR- 
8 


U.U 


Stomach 


0.4 


Ovarian ca. IGROV-1 


0.0 


Small intestine 


0.4 


Ovarian ca. (ascites) 
SK-OV-3 


U.U 


Colon ca. SW480 


0.0 


Uterus 


0.2 


Colon ca.*SW620 
(SW480 met) 


0.0 


m. lawum 


A A 
U.U 


Colon ca. HT29 


0.0 


Prostate 


1.0 * 


Colon ca.HCT-1 16 


0.1 


Prostate ca.* (bone 
met) PC-3 


U.U 


Colon ca. CaCo-2 


0.0 


Testis 


1.9 


CC Well to Mod Diff 
(OD03866) 


0.4 


Melanoma 
Hs688(A).T 


1.5 


Colon ca.HCC-2998 


0.0 


Melanoma* (met) 
rlsooo(b).i 


0.9 


Gastric ca. (liver met) 0.0 ] 


Melanoma UACC-62 


0.0 
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NCI-N87 








Bladder 


4.0 


Melanoma M14 


0.0 


Trachea 


0.1 


Melanoma LOX 
EVTVI 


0.0 


Kidney 


A A 


Melanoma* (met) 
SK-MEL-5 


A A 

u.u 


Kidney (fetal) 


i.i 







Table 13AI. Panel 1. 3D 



Tissue Name 


Run 159253002 


Tissue Name 


Run 159253002 


Liver adenocarcinoma 


0.0 


Kidney (fetal) 


0.6 


ranciGds 


0 0 


JVCUal Gd,. / ou~v 


0 0 

u.u 


rancrcauc ca. v^/vr /vim 
2 


0.0 


Renal ca. A498 


0.2 


Adrenal gland 


1.1 


Renal ca. RXF 393 


0.0 


l nyroiu 




XVCllo-l wo. /jlV-'XXJ.N 


0 0 

u.u 


Salivary gland 


0.0 


Renal ca.UO-31 


0.0 


Pituitary gland 


0.4 


Renal ca. TK-10 


0.0 


Brain (fetal) 


100.0 


Liver 


0.0 


Brain (whole) 


13.6 


Liver (fetal) 


0.2 


JL>LuUJL 1 CUULljr *L\l£xlCL J 


27 4 


Liver ca. 

(hepatoblast) HepG2 


0 0 


Brain (cerebellum) 


3.9 


Lung 


0.6 


Brain (hippocampus) 


95.3 


Lung (fetal) 


0.2 


Brain (substantia nigra) 


5.0 


Lung ca. (small cell) 
LX-1 


A A 

U.U 


Brain (thalamus) 




Lung ca. (small cell) 
NCI-H69 


A A 
U.U 


Cerebral Cortex 


37-6 


Lung ca. (s.cell var.) 
SHP-77 


A A 
U.U 


Spinal cord 


2.5 


Lung ca. (large 
cell)NCI-H460 


A A 
U.U 


gllO/ aSlTO Uo/-lVlAjr 


JU.J 


Lung ca. (non-sm. 
cell) A549 




glio/astroU-118-MG 


2.7 


Lung ca. (non-s.cell) 
NCI-H23 


0.0 


astrocytoma SW1783 


10.9 


Lung ca. (non-s.cell) 
HOP-62 


0.0 


neuro*; met SK-N-AS 


0.0 


Lung ca. (non-s.cl) 
NCI-H522 


0.2 


astrocytoma SF-539 


0.0 


Lung ca. (squam.) 
SW900 


0.0 


astrocytoma SNB-75 


0.0 


Lung ca. (squam.) 
NCI-H596 


0.0 
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glioma SNB-19 


0.8 


Mammary gland 


0.4 


glioma U251 


1.4 


Breast ca.* (pl.ef) 
MCF-7 


0.0 


glioma SF-295 


7.8 


Breast ca.* (pl.ef) 
MDA-MB-231 


0.0 


Heart (Fetal) 




Breast ca.* (pi. ef) 
T47D 


0.0 


Heart 


0.2 


Breast ca.BT-549 


| 1.3 


Skeletal muscle (Fetal) 


1.3 


Breast ca. MDA-N 


0.0 


Skeletal muscle 


0.0 


Ovary 


0.5 


Bone marrow 


0.0 


Ovarian ca. OVCAR- 
3 


0.0 


Thymus 


0.0 


Ovarian ca. OVCAR- 
4 


0.0 


Spleen 


1.2 


Ovarian ca. OVCAR- 
5 


0.0 


Lymph node 


0.2 


Ovarian ca. OVCAR- 
8 


0.0 


Colorectal 


0.0 


Ovarian ca. IGROV- 
1 


0.0 


Stomach 


0 0 


Ovarian ca. (ascites) 
SK-OV-3 


0.0 


Small intestine 


1.7 


Uterus 


b.b 


Colon ca. SW480 


0.3 


Placenta 


0.2 


Colon ca.* SW620 
(SW480met) 


0.0 


Prostate 


0.4 


Colon ca. HT29 


ft ft 
V/.U 


Prostate ca.* (bone 
met) PC-3 


0.0 


Colon ca.HCT-1 16 


0.0 


Testis 


1.3 


Colon ca. CaCo-2 


0.0 


Melanoma 
Hs688(A).T 


2.4 


CCWelltoModDiff 
(OD03866) 


i i 
i.i 


Melanoma* (met) 
Hs688(B).T 


0.3 


Colon ca. HCC-2998 


0.0 


Melanoma UACC-62 


0.0 


Gastric ca. (liver met) 
NCI-N87 


0.0 


Melanoma M14 


0.0 


Bladder 


0, 


Melanoma LOX 

nvrvi 


0.0 


Trachea 


ft •? ' 


Melanoma* (met) 
5K-MEL-5 


0.0 


Kidney 


0.0 


\dipose 




Table 13AJ. Panel 2D 




Tissue Name 


Rel. Exp.(%) 
Ag2420, Run i 
159254587 


Tissue Name 


Rel. Exp.(%) 
Ag2420, Run 
159254587 
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Noimat Colon 


10.0 


Kidney Margin 
8120608 


3.3 


CCWelltoModDiff 
(OD03866) 


11.1 


Kidney Cancer 
8120613 


2.9 


CC Margin (OD03866) 


7.3 


Kidney Margin 
8120614 


1.1 


CC Gr.2 rectosigmoid 
(OD03868) 


3.2 


Kidney Cancer 
9010320 


3.1 


CC Margin (OD03868) 


1.8 


Kidney Margin 
9010321 


3.8 


CCModDiff(ODO3920) 


4.1 


Normal Uterus 


0.0 


CC Margin (ODO3920) 


2.3 


Uterine Cancer 
064011 


1.9 


CC Gr.2 ascend colon 
(OD03921) 


5.2 


Normal Thyroid 


1.7 


CC Margin (OD03921) 


5.0 


Thyroid Cancer 


1.8 


CC from Partial 

' ' * * VIA*. via. vim 

Hepatectomy (ODO4309) 
Mets 


67.4 


Thyroid Cancer 
A302152 


5.2 


Liver Margin (ODO4309) 


0.0 


Thyroid Margin 
A302153 


0.0 


Colon mets to limg 
(OD04451-01) 


4.5 


Normal Breast 


1.4 


Lung Margin (OD0445 1- 
02) 


0.0 


Breast Cancer 


1.6 


Normal Prostate 6546-1 


5.4 


Breast Cancer 
(OD04590-01) 


3.8 


Prostate Cancer 
(OD04410) 


11.7 


Breast Cancer Mets 
(OD04590-03) 


11.3 


Prostate Margin 
(OD04410) 


3.5 


Breast Cancer 
Metastasis 


0.0 


Prostate Cancer 
(OD04720-01) 


4.7 


Breast Cancer 


8.0 


Prostate Margin 
(OD04720-02) 1 


4.5 


Breast Cancer 


3.3 


Normal Lung 


11.1 


Breast Cancer 
9100266 


3.1 


Lung Met to Muscle 
(OD04286) 


0.0 


Breast Margin 
9100265 


9.5 


Muscle Margin 
(OD04286) 


2.3 


Breast Cancer 
A209073 


13.7 


Lung Malignant Cancer 
(OD03126) i 


33.2 


Breast Margin 1 
A2090734 


0.0 


Lung Margin (OD03 126) 


11.4 


Normal Liver 


0.0 


Lung Cancer (OD04404) 


19.3 


Liver Cancer 


8.5 


Lung Margin (OD04404) 


2.1 


Liver Cancer 1025 


0.0 
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Lung Cancer (OD04565) 


15.8 


Liver Cancer 1026 


(_ 12.1 


Lung Margin (OD04565) 


0.0 


Liver Cancer 6004-T 


1 1-7 


Lung Cancer (OD04237- 
01) 


13.5 


Liver Tissue 6004-N 


12.9 


Lung Margin (OD04237- 
02) 


1.8 


Liver Cancer 6005-T 


10.1 


Ocular Mel Met to Liver 
(ODO4310) 


0 0 


over a issue oUUj-N 


0.0 


Liver Margin (OD043 10) 


0.0 


Normal Bladder 


31.6 


Melanoma Metastasis 


0.0 


Bladder Cancer 


10.7 


Lung Margin (OD04321) 


0.0 


Bladder Cancer 


100.0 


Normal Kidney 


5.2 


Bladder Cancer 
(OD04718-01) 


15.2 


iviuuey ^a, iNuciear gra.de 
2(OD04338) 


0.0 


Bladder Normal 
Adjacent (OD04718- 
03) 


7.4 


Kidney Margin 
(OD04338) 


3.9 


Normal Ovary 


1.7 


Kidney Ca Nuclear grade 
1/2 (OD04339) 


1.7 


Ovarian Cancer 


52.1 


Kidney Margin 
(OD04339) 


1.0 


Ovarian Cancer 
(OD04768-07) 


0.0 


Kidney Ca, Clear cell 
type (OD04340) 


16.2 


Ovary Margin 
(OD04768-08) 


0.0 


Kidney Margin 
(OD04340) 


2.2 


Normal Stomach 


7.9 


Kidney Ca, Nuclear grade 
3 (OD04348) 


9.4 


Gastric Cancer 
9060358 


0.0 


Kidney Margin 
(OD04348) 


0.0 


Stomach Margin 
9060359 | 


2.5 


Kidney Cancer 
(OD04622-01) 


7.0 


Gastric Cancer 
9060395 


15.4 


Kidney Margin 
(OD04622-03) 


0.0 


Stomach Margin 
9060394 


2.6 


Kidney Cancer 
(OD04450-01) 


0.0 


3astric Cancer 
9060397 


28.9 


Kidney Margin 
(OD04450-03) 


1.8 


Stomach Margin 
J060396 


1.8 


Kidney Cancer 8120607 


1.7 


3astric Cancer 
364005 


9.8 



Table 13AKL Panel 4D 



Tissue Name 


Rel. Exp.(%) 
Ag2420, Run 
159255381 


Tissue Name 


Rel. Exp.(%) 
Ag2420, Run 
159255381 


Secondary Thl act 


0.0 


HUVEC IL-lbeta 


0.0 ^ 
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Secondary Th2 act 


0.0 jHUVEC IFN gamma 


0.0 




0.0 


HUVEC TNF alpha + IFN 
gamma 


A A 


Secondary Thl rest 


0.0 


HUVEC TNF alpha + EL4 


0.0 


Secondary Th2 rest 


0.0 


HUVEC IL-11 


0.0 


Secondary Trl rest 


0.0 


L/Ulig IVliUIU VaovUlai J-»v> 

none 


0.0 


Primary Thl act 


0.0 


T unor A/fiPtYYTriicmilaT* T?/*" 1 
Idling lVllOlU VadwUlal JCA^ 

TNFalpha + IL-lbeta 


0.0 


Primary Th2 act 


0.0 


1YXJLVHJ VdoL/Ulal XJCLLLLal JJ/V^ 

none 


0.0 


Primary Trl act 


0.0 


lVHulUo Va.oU.lal i^CIJJLull J-vV_^ 

TNFalpha + IL-lbeta 


0.0 


Primary Thl rest 


0.0 


i_>iUilwila.l ys}J 1 U.1C JUL U-Xli 

TNFalpha + ELlbeta 


0.0 


Primary Th2 rest 


0.0 


Small flTrwav PT^itTiplinm 

ullxull Oil Way uLriLLlwllLllJJL 

none 


1.0 


Primary Trl rest 


0.0 


Small flinvflv < a *nitlip1intn 
Oliiu.ll all Way C^iilllvllUJLLi 

TNFalpha + IL-lbeta 


0.0 


CD45RACD4 
lymphocyte act 


11.3 


Coronery artery SMC rest 


3.9 


CD45RO CD4 
lymphocyte act 


0.0 


Coronery artery SMC 
TNFalpha + IL-lbeta 


3.2 


CD8 lymphocyte act 


0.0 


Astrocytes rest 


100.0 


Secondary CD8 
lymphocyte rest 


0.0 


A<;tmevte<3 TNFalnha 4* 

rvouvvjrivo x i^iL cliljilcl * 

EL-libeta 


32.8 


Secondary CD8 
lymphocyte act 


0.0 


KU-812 (Basophil) rest 


0.0 


CD4 lymphocyte none 


0.0 


PMA/ionomycin 


0.0 


2ry Thl/Th2/Trl anti- 
CD95 CH11 


0.0 


none 


0.0 


T ATC cpIIq rpQt 


0.0 


CCD1 106 (Keratinocytes) 
TNFalpha + IL-lbeta 


A A 

0.0 


LAK cells JL-2 


0.0 


Liver cirrhosis 


0.0 


LAK cells IL-2+EL-12 


0.0 


Lupus kidney 


0.0 


LAK cells EL-2+IFN 
gamma 


0.0 


NCI-H292none 




LAKcellsIL-2+IL-18 


0.0 


NCI-H292 EL-4 


0.0 


LAK cells 
PMA/ionomycin 


0.0 


NCI-H292 IL-9 


0.0 


NK Cells IL-2 rest 


0.0 


NCI-H292 IL-13 


0.0 


Two Way MLR 3 day 


0.0 


NCI-H292 IFN gamma 


0.0 


Two Way MLR 5 day 


0.0 


HPAEC none 


0.0 


Two Way MLR 7 day 


0.0 


HPAEC TNF alpha + EL-1 


o.o 1 
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beta 




PBMCrest 


0.0 


Lung fibroblast none 


36.3 


PBMC PWM 




Lung fibroblast TNF alpha 
+ IL-1 beta 


4.6 


PBMC PHA-L 


0.0 


Lung fibroblast IL-4 


52.9 


Ramos (B cell) none 


0.0 


Lung fibroblast IL-9 


78.5 


Ramos (B cell) 
ionomycin 


0.0 


Lung fibroblast IL-13 


37.4 


B lymphocytes PWM 


0.0 


Lung fibroblast IFN 
gamma 


37.6 


B lymphocytes CD40L 
andIL-4 


0.0 


Dermal fibroblast 
CCD1070rest 


63.3 


EOL-1 dbcAMP 


0.0 


Dermal fibroblast 
CCD1070 TNF alpha 


27.0 


EOL-1 dbcAMP 
PMA/ionomycin 


0.0 


Dermal fibroblast 
CCD1070IL-lbeta 


20.3 


-L/V?11UI111L> vOllo LIUIIC 


u.u 


Dermal fibroblast IFN 
gamma 


8.6 


Dendritic cells LPS 


0.0 


Dermal fibroblast IL-4 


4.2 


Dendritic cells anti- 
CD^ 


u.u 


Lt>U UOlltlS 2 


0.0 


Monocytes rest 


0.0 


IBD Crohn's 


0.0 


Monocytes LPS 


0.0 


Colon 


0.7 


Macrophages rest 


0.0 


Lung 


0.8 


Macrophages LPS 


0.0 


Thymus 


1.9 


TTT nt rn/^ 

HUVEC none 


0.0 j 


Kidney 


0.0 


HUVEC starved | 


0.0 







Table 13AL . Panel CNS 1 



1 

Tissue Name 


Rel. Exp.(%) 
Agl 69, Run 
171628635 


Rel. Exp.(%) 
Ag2420, Run 
171648980 


Tissue Name 


Rel. Exp.(%) 
Agl69, Run 
171628635 


Rel. Exp.(%) 
Ag2420, Run 
171648980 


BA4 Control 


15.8 


11.7 


BA17 PSP 


j 49.7 


76.8 


BA4 Control2 


24.7 


39.5 


BA17PSP2 


36.3 


9.5 


BA4 

Alzheimer's2 


6.1 


4.3 


Sub Nigra 
Control 


23.8 


17.6 


BA4 

Parkinson's 


27.0 


39.2 


Sub Nigra 
Control2 


37.9 


7.8 


BA4 

Parkinson's2 


54.0 


66.4 


Sub Nigra 
Alzheimer^ 


13.2 


11.7 


BA4 

Huntington's 


24.7 


20.4 


Sub Nigra 
Parkinson's2 


37.6 


17.3 


BA4 

Huntington's2 


12.8 


4.0 


Sub Nigra 
Huntington's 


27.4 


21.2 


BA4 PSP 


0.0 


0.0 


Sub Nigra 


17.2 


42.3 
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Huntington's2 J 




BA4PSP2 


12.0 


4.7 


PSP2 


9.3 


5.2 


BA4 

Depression 


11.9 


4.8 


uuu 1 > itia 

Depression 


9.7 


21.9 


BA4 

Depression2 


13.2 


0.0 


Sub Nicrra 

uuu J. > r t^r ex 

Depression2 


15.0 


4.3 


BA7 Control 


10.8 


24.8 


Glob Palladus 
Control 


12.1 


19.6 


BA7 Control2 


8.7 


15.6 


Glob Palladus 
Control2 


42.6 


5.6 


BA7 

Alzheimer's2 


8.6 


13.9 


Glob Palladia 

VJ1VU JL cmcmuo 

Alzheimer's 


0.0 


7.1 


BA7 

Parkinson's 


33.4 


4.7 


Glob Palladia 

\Jiuu jl aiiauuo 

Alzheimer^ 


4.2 


0.0 | 


BA7 

Parkinson's2 


55.5 


37.4 


Glob Palladus 
Parkinson's 


59.0 


86.5 


BA7 

Huntington's 


35.4 


35.8 


Glob Palladus 
Paridnson ! s2 


4.8 


5.0 


BA7 

Huntington's2 


100.0 


37.9 


Glob Palladus 

\J»VV X U11UUUO 

PSP 


8.1 


0.0 


BA7PSP 


25.3 


32.8 


Glob Palladia 
PSP2 


0.0 


0.0 


BA7 PSP2 


26.4 


22.2 


Glob Palladia 
Depression 


1.6 


4.5 


BA7 

Depression 


18.4 


2.5 


Temn Pole 
Control 


0.0 


12.9 


BA9 Control 


11.7 


4.4 


Temn Pole 

JL ^/ JkJLA K-J JL V/lV 

Control2 


32.8 


44.4 


BA9 Control2 


78.5 


31.6 


Temn Pole 

JL V1U |~/ JL ^/J*V 

Alzheimer's 


10.3 


0.0 


BA9 

Alzheimer's 


8.2 


0.0 


Temn Pole 
Alzheimer^ 


4.9 


0.0 


BA9 

Alzheimer's2 


7.7 


4.7 


Temn Pole 
Parkinson's 


22.7 


34.4 


BA9 

Parkinson's 


13.6 


27.0 


Temn Pole 

X V111U X Vlv | 

Parkinson's2 


27.9 


18.6 


BA9 

Parkinson's2 


76.8 


51.1 


Temp Pole j 
Huntington's 


39.5 


12.3 


BA9 

Huntington's 


60.7 


28.1 


Temp Pole PSP 


0.0 


7.7 


BA9 

Huntington's2 


36.9 


0.0 


Temn Pole 

X vlllU X Vlv 

PSP2 


0.0 


0.0 


BA9 PSP 


24.0 


10.2 


Temp Pole 
Depression2 


12.7 


0.0 


BA9 PSP2 


5.5 


0.0 


CingGyr 


48.6 


20.4 
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Control 






BA9 

Depression 


13.5 


0.0 


CingGyr 
Control2 


32.3 


39.2 


BA9 

Depression2 


48.7 


0.0 


CingGyr 
Alzheimer's 


0.0 


26.1 


BA1 7 Control 


92.7 


56.6 


CingGyr 
Alzheimer^ 


22.8 


4.8 


BA17 
Control2 


67.4 


39.0 


Cing Gyr 
Parkinson's 


31.2 


31.6 


BA17 

Alzheimer's! 


17.8 


5.2 


CingGyr 
Parkinson*s2 


46.7 


17.8 


BA17 
Parkinson's 


65.5 


23.7 


CingGyr 
Huntington's 


36.9 


33.2 


BA17 

Parkinson's2 


92.7 


100.0 


Cing Gyr 
Huntington's2 


41.5 


29.7 


BA17 

Huntington's 


47.0 


29.9 


Cing Gyr PSP 


5.4 


18.7 


BA17 

Hunnngton's2 


33.4 


21.6 


Cing Gyr PSP2 


5.5 


0.0 


BA17 
Depression 


34.4 


16.7 


CingGyr 
Depression 


9.2 


4.5 


BA17 

Depression2 


27.0 


36.3 


CingGyr 
Depression2 


20.3 


24.8 
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show any difference in the expression of mis gene between the postmortem brains of controls 
or Alzheimer's disease patients. This panel does, however, confirm the expression of this gene 
at moderate to high levels in the brains of an independent group of patients. See Panel 1.3d for 
discussion of utility in the central nervous system. 

Panel 1 Summary: Ag65/Agl69 Three experiments with two different probe and primer sets 
show expression of this gene to be specific to normal brain derived tissue. In addition, mere 
appears to be expression associated with a sample derived from a brain cancer cell line. Thus, 
the expression of this gene could be used to distinguish these brain derived tissues from other 
samples in the panel. Moreover, therapeutic modulation of this gene, through the use of 
antibodies, small molecule drugs or protein therapeutics might be of benefit in the treatment of 
brain cancer. 

Panels 1.1 and 1.2 Summary: Ag575 Expression of this gene appears to be restricted to 
normal brain derived tissue. In addition, there appears to be expression associated with a 
number of samples derived from brain cancer cell lines, with highest expression seen in the 
brain cancer cell line U87-MG (CT=23.5). Thus, the expression of this gene could be used to 
distinguish these brain derived tissues from other samples in the panel. Moreover, therapeutic 
modulation of this gene, through the use of antibodies, small molecule drugs or protein 
therapeutics might be of benefit in the treatment of brain cancer. 

This gene also has moderate levels of expression in a number of metabolic tissues including 
adrenal, pituitary, heart, and fetal skeletal muscle. Thus, this gene product may be important 
for the pathogenesis, diagnosis and/or treatment of metabolic disease, including obesity. 
Furthermore, this gene is expressed at higher levels in fetal skeletal muscle (CT=34.2) than in 
adult skeletal muscle (CT=37.7). Thus, expression of this gene could be used to differentiate 
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between adult and fetal sources of this tissue. In addition, the higher levels of expression of the 
gene in fetal skeletal muscle suggests that the gene product could be used to restore muscle 
mass or function in the adult 

Panel 1.3D Summary: Ag2420 Expression of thie gene appears to be restricted to normal 
5 brain derived tissue, with highest expression seen in the fetal brain (CT=29.8). In addition, 
there apears to be expression associated with a number of samples derived from brain cancer 
cell lines. Thus, the expression of this gene could be used to distinguish these brain derived 
tissues from other samples in the panel. Moreover, therepeutic modulation of this gene, 
through the use of antibodies, small molecule drugs or protein therapeutics might be of benefit 
10 in the treatment of brain cancer. 

This gene represents a novel protein containing CUB and sushi domains. Its expression profile 
is highly brain-preferential; levels in the CNS appear 10-fold greater than in other tissues. At 
least one brain-specific protein containing CUB and sushi domains has been linked to seizures, 
and shows differential expression in response to pentylentetrazole. This protein is therefore a 
15 drug target for the treatment of epilepsy or any seizure disorder. 

References: 

Shimizu-Nishikawa K, Kajiwara K, Kimura M, Katsuki M, Sugaya E. Cloning and expression 
of SEZ-6, a brain-specific and seizure-related cDNA. Brain Res Mol Brain Res 1995 
Feb;28(2):201-10 

20 To clarify the molecular mechanism of neuronal bursting activity of seizures, we have 
constructed a cDNA library from mouse cerebrum cortex-derived cells treated with 
pentylentetrazole (PTZ), one of the convulsant drugs. Using a differential screening technique, 
several cDNA clones whose expressions change with PTZ-treatment were obtained. Among 
these clones, SEZ-6 was characterized by increased expression with PTZ. Detailed northern 

25 analysis showed that expression of SEZ-6 was limited to the brain and increased by the 

administration of PTZ not only in in vitro cultured cells but also in vivo. Analysis of SEZ-6 
cDNA revealed multiple motifs, including typical signal sequence, threonine-rich domain, five 
copies of short consensus repeats (SCRs) or sushi domain (complement C3b/C4b binding site), 
two repeated sequences which were partially similar to the CUB domain or complement Cltfs- 

30 like repeat, one transmembrane domain and a short cytoplasmic segment in the C-terminal 

region. Although many proteins with multiple SCRs or CUB domains other than complement- 
related proteins have been found, this is the first report about a brain-specific cDNA which 
encodes membrane protein with both SCRs and CUB domain-like segments. Based on these 
findings, it is evident that SEZ-6 encodes a novel type of protein which may be related to 

35 seizure. 

Panel 2D Summary: The expression of this gene in panel 2D appears to be highest in a 
sample derived from a bladder cancer. Further the expression of thie gene appears fairly 
selective for certian tissues, more specifically, gastric cancer, ovarian cancer, bladder cancer 
and lung cancer. Thus, the expression of this gene could be used to distinguish these samples 
40 for other samples in the panel. Moreover, therapeutic modulation of this gene, through the use 
of antibodies, small molecule drugs or protein therapeutics might be of benefit in the treatment 
of these cancer types. 

Panel 4D Summary: Ag2420 This gene encodes a cub-domain and sushi-domain containing 
single-pass membrane protein and is expressed at a moderate level (CT=32.21) in TNF-alpha 
45 + IL-l-beta-stimulated astrocytes and at a higher level (CT= 30.6) in resting astrocytes. This 
gene is also expressed at moderate to low levels (CT=30-34) in resting and cytokine- 
stimulated lung fibroblasts and dermal fibroblasts. The isolated extracellular domain of the 
protein encoded by this gene may be useful as a therapeutic protein to reduce or eliminate the 
symptoms of multiple sclerosis, chronic obstructive pulmonary disease, asthma, or 
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emphysema, and psoriasis. Furthermore, agonist or antagonist antibodies that stimulate or 
inhibit the function of this gene may also be useful as therapeutics to reduce or eliminate the 
symptoms of multiple sclerosis, chronic obstructive pulmonary disease, asthma, or 
emphysema, and psoriasis. 

5 Panel CNS_1 Summary: Agl 69/Ag2420 This panel confirms the expression of this CUB 
and Sushi domain protein in the adult CNS. See Panel 1.3d for a discussion of utility in the 
central nervous system. 

B. NOV4 (SC70504370_A/CG59253-01 and CG592S3-02 and CG59253-05 and 
CG59253-06 and CG59253-07 and CG59253-08) 

10 Expression of gene SC70504370_A and variants CG59253-02 and CG59253-05 and 

CG59253-06 and CG59253-07 and CG59253-08 was assessed using the primer-probe sets 
Agl492 and Ag2441, described in Tables 14BA and 14BB. Results of the RTQ-PCR runs an 
shown in Tables 14BC, 14BD, 14BE, 14BF, 14BG and 14BH. 

Table 14BA . Probe Name Agl492 



Primers 


Sequences 


Length 


Start Position 


Forward 


5*-ctgaagctggcatggtacttaa-3' (SEQ ID NO: 125) 


22 


1373 


Probe 


TET-5'-cagtcctttctctttgaacgacagcg-3'-TAMRA (SEQ ID NO: 126) 


26 


1410 


Reverse 


5'-ttgtaggcttcaatctcttcca-3' (SEQ ID NO: 127) 


22 


1442 



1 5 Table 14BB . Probe Name Ag2441 



Primersj Sequences 


Length 


Start Position 


Forward |5'-tgctatgaaaggcaagcataa-3' (SEQ ID NO: 128) 


21 


369 


Probe jTET-S'-tgaatgccacaactttatcaaagtatttg-S'-TAMRA (SEQ ID NO: 129) 


29 


393 


Reverse jS'-aaaaccatctcatcgtttcttg-S' (SEQ ID NO: 130) 


22 


425 



Table 14BC . CNS_neurodegeneration_vl.O 



Tissue 
Name 


Rel. 
Exp.(%) 
Agl492, 
Run 
207567462 


Rel. 
Exp.(%) 
Ag2441, 
Run 
208272964 


Rel. 
Exp.(%) 
Ag2441, 
Run 
228397027 


Tissue 
Name 


Rel. 
Exp.(%) 
Agl492, 
Run 
207567462 


ReL 
Exp.(%) 
Ag2441, 
Run 
208272964 


Rel. 
Exp.(%) 
Ag2441, 
Run 
228397027 


AD 1 
Hippo 


8.4 


0.0 


7.3 


Control 
(Path) 3 
Temporal 
Ctx 


4.0 


0.0 


2.6 


AD 2 
Hippo 


18.3 


0.1 


17.4 


Control 
(Path) 4 
Temporal 
Ctx 


23.7 


61.6 


16.4 


AD3 
Hippo 


4.3 


0.0 


2.7 


AD 1 

Occipital 

Ctx 


19.9 


0.0 


12.7 


AD4 
Hippo 


6.3 


0.0 


2.4 


AD2 

Occipital 

Ctx 

(Missing) 


0.0 


45.4 


0.0 
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AD 5 
Hippo 


100.0 


29.9 


100.0 


AD3 

Occipital 

Ctx 


5.7 


0.0 


2.8 


AD 6 
Hippo 


28.5 


36.9 


27.9 


AD4 

Occipital 

Ctx 


20.0 


0.0 


16.0 


Control 2 
Hippo 


23.0 


0.1 


21.8 


AD 5 

Occipital 

Ctx 


34.4 


100.0 


49.0 


Control 4 
Hippo 


8.3 


0.0 


6.8 


AD 5 

Occipital 

Ctx 


29.1 


51.1 


26.6 


Control 
(Path) 3 
Hippo 


4.7 


0.0 


2.7 


Control 1 
Occipital 
Ctx 


3.7 


0.0 


2.4 


AD 1 

Temporal 

Ctx 


11.6 


0.0 


8.0 


Control 2 
Occipital 
Ctx 


65.1 


0.3 


99.3 


AD 2 

Temporal 

Ctx 


21.0 


0.1 


1 

20.6 


Control 3 
Occipital 
Ctx 


21.6 


0.1 


11.6 


AD3 

Temporal 

Ctx 


4.5 


0.0 


2.2 


Control 4 
Occipital 
Ctx 


5.9 


0.0 


4.8 


AD4 

Temporal 

Ctx 


18.3 


0.1 


17.6 j 


Control 
(Path) 1 
Occipital 
Ctx 


74.7 


0.3 


79.0 


AD5Inf 
Temporal 
Ctx 


72.2 


27.5 


79.6 


Control 
(Path) 2 
Occipital 
Ctx 


16.0 


0.0 


9.3 


AD 5 Sup 
Temporal 
Ctx 


26.1 


61.6 


24.0 


Control 
(Path) 3 
Occipital 
Ctx 


3.2 


0.0 


1.8 


AD6Inf 
Temporal 
Ctx 


27.9 


0.0 


34.4 


Control 
(Path) 4 
Occipital 
Ctx 


18.7 


39.8 


10.4 


AD 6 Sup 
Temporal 
Ctx 


32.8 


21.3 


39.2 


Control 1 

Parietal 

Ctx 


7.3 


0.0 


5.8 


Control 1 
Temporal 
Ctx 


8.2 


0.0 


5.6 


Control 2 

Parietal 

Ctx 


28.3 


90.1 


26.1 


Control 2 
Temporal 


27.9 


0.1 


42.3 


Control 3 
Parietal 


16.3 


0.1 


12.9 
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Ctx 


1 




Ctx 








Control 3 
Temporal 
Ctx 


11.1 


0.0 


9.3 


Control 
[ram) i 
Parietal 
Ctx 


53.6 


0.3 


74.2 


Control 3 
Temporal 
Ctx 


7.8 


0.0 


3.9 


Control 

fP<»tK\ 0 

\rulllj Z 

Parietal 
Ctx 


21.0 


0.1 


17.6 


Control 
(Path) 1 
Temporal 
Ctx 


33.4 


0.2 


40.3 


Control 

Parietal 
Ctx 


4.2 


0.0 


2.8 


Control 
(Path) 2 
Temporal 
Ctx 


25.0 


0.1 


21.6 


Control 
(Path) 4 
Parietal 
Ctx 


33.9 


75.3 


31.0 



Table 14BD . Panel 1.3D 



Tissue Name 


Exp.(%) 
Agl492, 

Run 
165529502 


jyci. 

Exp.(%) 
Ag2441, 

Run 
159616039 


ivei. 
Exp.(%) 
Ag2441, 

Run 
165534561 


Tissue 
Name 


Kel. 
Exp.(%) 
Agl492, 

Run 
165529502 


Rel. 
Exp.(%) 
Ag2441, 

Run 

I\UU 

159616039 


Rel. 
Exp.( 0 /cT 
Ag2441. 

xv mi 

16553456 


Liver 

adenocarcinoma 


0.0 


0.0 


0.0 


Kidney 
(fetal) 


14.9 


7.8 


12.2 


Pancreas 


4.5 


1.4 


4 5 


Renal ca. 
786-0 




1 o 


1.2 


Pancreatic ca. 
CAP AN 2 


0.0 


0.0 


0.0 


Renal ca. 
A498 


0.6 


6.3 


0.0 


Adrenal gland 


2.8 


0.8 


2.5 


Renal ca. 
RXF393 


9.8 


2.2 


6.8 


Thyroid 


4.9 


3.3 


2.1 


Renal ca. 
ACHN 


0.0 


0.0 


0.0 


Salivary gland 


2.0 


1.1 


2.3 


Renal ca. 
UO-31 


0.2 


0.2 


0.7 


Pituitary gland 


9.2 


6.6 j 


2.9 


Renal ca. 
TK-10 


0.0 


0.0 | 


0.0 


Brain (fetal) 


44.4 


12.1 


26.4 


Liver 


4.4 


0.9 


2.9 


Brain (whole) 


100.0 


20.0 


81.2 


Liver (fetal) 


4.4 


1.3 


3.1 


Brain 
(amygdala) 


27.7 


16.8 


25.5 


Liver ca. 

(hepatoblast) 

HepG2 


0.0 


0.0 


0.0 


Brain 

(cerebellum) 


42.3 


8.8 


27.2 


Lung 


5.0 


11.4 


4.4 


Brain 

(hippocampus) 


50.0 


77.9 


26.2 


Lung (fetal) 


7.3 


7.4 


13.5 
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Brain 

(substantia 

nigra) 


42.9 


7.6 


24.8 


Lung ca. 
(small cell) 
LX-1 


0.0 


0.0 


0.0 


Brain 
(thalamus) 


52.1 


15.3 


30.1 


Lunt? ca 
(small cell) 
NCI-H69 


4.0 


23.0 


18.4 


Cerebral Cortex 


43.2 


70.2 


23.0 


Lung ca. 
(sxell var.) 
SHP-77 


14.7 


21.5 


15.6 


Spinal cord 


18.7 


8.0 


14.2 


Lung ca. 
flarffe 
cell)NCI- 
H460 


2.2 


0.3 


0.7 


glio/astro U87- 
MG 


2.4 


3.2 


1.5 


Lung ca. 
(non-sm. 
cell) A549 


0.0 


0.0 


0.0 


gho/astro U- 
118-MG 


77.4 


100.0 


100.0 


Lung ca. 

(non-s.cell) 

NCI-H23 


0.0 


0.0 


0.0 


astrocytoma 
SW1783 


0.0 


0.6 


0.3 


Lime ca 

(non-s.cell) 

HOP-62 


1.3 


0.9 


1.4 


neuro*; met 
SK-N-AS 


1.3 


9.8 


2.2 


Lung ca. 

(non-s.cl) 

NCI-H522 


0.0 


0.0 


0.0 


astrocytoma 
SF-539 


0.0 j 


0.0 


0.0 


Lung ca. 
(squam.) 
SW900 


5.0 


4.1 


5.1 


astrocytoma 
SNB-75 


5.4 


3.8 


6.2 


Lung ca. 
(squam.) 
NCI-H596 


9.9 


7.1 


13.7 


glioma SNB-19 


3.3 


4.6 


3.9 


Mammary 
gland 


20.2 


10.1 


6.9 


glioma U251 


15.8 


3.3 


10.6 


Breast ca.* 

(pl.ef)MCF- 

7 


0.0 


0.0 


0.1 


glioma SF-295 


10.2 


10.7 


14.3 


Breast ca.* 
folefl 
MDA-MB- 
231 


0.0 


0.3 


0.3 


Heart (Fetal) 


4.4 


10.8 


2.5 


Breast ca * 

(pl.ef) 

T47D 


0.0 


0.0 


0.0 


Heart 


4.1 


1.3 


5.1 


Breast ca. 
BT-549 


0.0 


0.0 


0.0 


Skeletal muscle 
(Fetal) 


4.1 


35.8 


1.3 


Breast ca. 
MDA-N 


0.6 


2.3 


0.3 
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Skeletal muscle J 34.2 j 4.5 


28.3 jOvaty 


9.8 


20.6 I 3.8 


Rone marrow 

U\JUL\J lluUlUW 


1 ^ 


1 1 
1. / 


0.3 


Ovarian ca. 
OVCAR-3 


5.6 


3.3 


6.3 


1 ii y niuo 




A H 
U. / 


1.7 


Ovarian ca. 
OVCAR-4 


0.0 


0.0 


0.0 


O^/lwwll 


1 .L 


1 1 
1.1 


2.5 


Ovarian ca. 
OVCAR-5 


0.3 


0.0 


0.0 


Lymph node 


3.9 


1.8 


3.0 


Ovarian ca. 
OVCAR-8 


0.8 


1.8 


0.7 








O.J 


Ovarian ca. 
IGROV-1 


00 


0.0 


0.0 


Stomach 


6.0 


2.3 


4.3 


Ovarian ca. 
(ascites) SK- 
OV-3 


0.0 


0.0 


0.0 


Small intestine 


19.3 


10.6 


10.7 


Uterus 


3.3 


0.9 


3 7 


Colon ca. 
SW480 


0.0 


0.0 


0.0 


Placenta 


17 8 


- 14.8 


8.1 


Colon ca.* 
SW620 . 
(SW480met) 


0.2 


0.0 


0.0 


Prostate 


3.7 


0.6 


1.4 


Colon ca. HT29 


0.0 


0.0 


0.0 


Prostate ca.* 
(bone met) 
PC-3 


1.4 


2.2 


4 8 


Colon ca.HCT- 
116 


0.5 


0.0 


0.0 


Testis 


1.8 


0.8 


1.3 


Colon ca. 
CaCo-2 


0.5 


0.6 


0.0 


Melanoma 
Hs688(A).T 


0 0 

\J.V1 


0.0 


0.1 


CC Well to 

ModDiff 

(OD03866) 


0.2 


1.9 


2.1 


Melanoma* 
(met) 

Hs688(B).T 


0.0 


0.5 


0.6 


Colon ca. HCC- 
2998 


0.0 


0.0 


0.0 


Melanoma 
UACC-62 


S 7 
J. / 


0.9 


2.3 


Gastric ca. 
(liver met) NCI- 
N87 


0.0 


0.0 


0.0 


Melanoma 
M14 


6.1 


1.3 


9.2 


Bladder 


3.4 


1.7 


3.4 


Melanoma 
LOXIMVI 


0 0 




U.U ; 


Trachea 


1.5 


2.4 


1.4 


Melanoma* 
(met) SK- 
MEL-5 


2.0 


2.3 


1.3 


Kidney 


13.0 


4.2 


20.6 


Adipose 


8.3 


5.7 


9.8 



Table 14 . Panel 2.2 



Tissue Name 


Rel. Exp.(%) 
Agl492, Run 
173816674 


Rel. Exp.(%) 
Ag2441, Run 
174477149 


Tissue Name 


Rel. Exp.(%) 
Agl492,Run 
173816674 


Rel. Exp.(%) 
Ag2441, Run 
174477149 


Normal Colon 


18.7 


22.1 


Kidney Margin 


100.0 


100.0 
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(OD04348) J 


,_. 


Colon cancer 
(OD06064) 


4.5 


4.5 


Kidney 
malignant 
cancer 
(UD06204B) 


0.0 


0.0 


Colon Margin 
(OD06064) 


46.7 


34.9 


Kidney normal 
adjacent tissue 
(OD06204E) 


10.2 


9.9 


Colon cancer 
(OD06159) 


2.2 


4.1 


Kidney Cancer 
(OD04450-01) 


37.9 


18.9 


Colon Margin 
(OD06159) 


30.8 


36.9 


Kidney Margin 
(OD04450-03) 


28.9 


39.8 


Colon cancer 
(OD06297-04) 


1.8 


3.9 


Kidney Cancer 
8120613 


0.6 


1.2 


Colon Margin 
(OD06297-015) 


39.0 


52.5 


Kidney Margin 

oi A 


7.6 


8.7 


CC Gr.2 ascend 
colon 

(OD03921) 


4.0 


2.0 


Kidney Cancer 
9010320 


1.7 


1.4 


CC Margin 
(OD03921) 


4.6 


11.2 


Kidney Margin 


4.4 


6.3 


Colon cancer 

metastasis 

(OD06104) 


1.7 


0.5 


Kidney Cancer 
8120607 


0.9 


0.0 


Lung Margin 
(OD06104) 


33.4 


34.9 


Kidney Margin 

OI OAiCAO 

olZUoUo 


2.1 


3.8 


Colon mets to 

lung(OD04451- 

01) 


1.9 


3.0 


Normal Uterus 


9.9 


6.6 


Lung Margin 
(OD04451-02) 


0\ ft 


1 A 


Uterine Cancer 
064011 


2.0 


2.4 


Normal Prostate 


3.6 


1.9 


Normal Thyroid 


1.7 


1.1 


Prostate Cancer 
(OD04410) 


1.5 


0.0 


Thyroid Cancer 


1.5 


1.3 


Prostate Margin 
(OD04410) 


4.5 


5.1 


Thyroid Cancer 
A302152 


2.1 


0.3 


Normal Ovary 


4.2 


8.5 


Thyroid Margin 
A302153 


4.0 


1.8 


Ovarian cancer 
(OD06283-03) 


4.6 


0.3 


Normal Breast j 


18.9 


15.8 


Ovarian Margin 
(OD06283-07) 






Breast Cancer 


0.0 


0.5 


Ovarian Cancer 


4.4 


3.1 


Breast Cancer 


4.9 


4.4 


Ovarian cancer 
UJJUo14d) 


4.5 


5.0 


Breast Cancer 
(OD04590-01) 


2.0 


24 


Ovarian Margin 


9.3 


12.6 ] 


Breast Cancer 


4.0 


4.1 
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(OD06145) 






Mets 

(OD04590-03) 






Ovarian cancer 
(OD06455-03) 


1.5 


1.6 


Breast Cancer 
Metastasis 


4.3 


9.2 


Ovarian Margin 
(OD06455-07) 


9.7 


4.4 


Breast Cancer 


3.6 


1.4 


Normal Lung 


7.0 


5.6 


Breast Cancer 
9100266 


2.1 


1.5 


Invasive poor 
diff. lung adeno 
(ODO4945-01 


0.6 


0.0 


Breast Margin 
9100265 


17.2 


4.7 


Lung Margin 
(ODO4945-03) 


11.2 


9.2 


Breast Cancer 
A209073 


3.5 


2.4 


Lung Malignant 

Cancer 

(OD03126) 


2.8 


0.5 


Breast Margin 
A2090734 


17.1 


19.8 


Lung Margin 
(OD03126) 


2.0 


3.8 


Breast cancer 
(OD06083) 


8.4 


8.6 


Lung Cancer 
(OD05014A) 


2.0 


3.6 


Breast cancer 
node metastasis 
(OD06083) 


2.5 


3.1 


Lung Margin 
(OD05014B) 


11.3 


8.4 


Normal Liver 


9.7 


5.8 


Lung cancer 
(OD06081) 


0.3 


0.8 


Liver Cancer 
1026 


0.6 


0.0 


Lung Margin 
(OD06081) 


13.2 


10.5 


Liver Cancer 
1025 


4.3 


6.8 


Lung Cancer 
(OD04237-01) 


0.0 


0.5 


Liver Cancer 
6004-T 


3.3 


4.9 


Lung Margin 
(OD04237-02) 


15.9 


9.2 


Liver Tissue 
6004-N 


0.8 


0.6 


Ocular Mel Met 
to Liver 
(ODO4310) 


5.3 


2.3 


Liver Cancer 
6005-T 


1.1 ; 


0.6 


Liver Margin 
(ODO4310) 


2.2 


4.0 


Liver Tissue 
6005-N 


12.5 


4.2 


Melanoma 
Metastasis 


0.0 


0.2 


Liver Cancer 


1.0 


0.6 


Lung Margin 
(OD04321) 


Q A 




.normal Bladder 


2.1 


3.3 


Normal Kidney 


23.2 


25.2 


Bladder Cancer 


0.8 


0.0 j 


Kidney Ca, 
Nuclear grade 2 
(OD04338) 


55.1 


65.5 


Bladder Cancer 


2.2 


2.6 


Kidney Margin 
(OD04338) 


2.5 


2.6 


Normal 
Stomach 


15.4 


9.6 
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Kidney Ca 
Nuclear grade 
1/2 (OD04339) 


2.2 


0.8 


Gastric Cancer 
9060397 


0.3 


0.3 


Kidney Margin 
(OD04339) 


18.0 


14.0 


Margin 
9060396 


1.9 


2.4 


Kidney Ca, 
Clear cell type 
(OD04340) 


0.8 


1.2 


Gastric Cancer 
9060395 


2.9 


2.1 


Kidney Margin 
(OD04340) 


42.0 


36.6 


Stoma Hi 

Margin 

9060394 


7.7 


9.7 


Kidney Ca, 
Nuclear grade 3 
(OD04348) 


0.3 


0.7 


Gastric Cancer 
064005 


2.7 


3.6 



Table 14BF . Panel 2D 



Tissue Name 


Rel. Exp.(%) 
Ag2441, Run 
159616246 


Tissue Name 


Rel Exn (%\ 
Ag2441, Run 
159616246 


Normal Colon 


48.6 


Kidnev Manrin 
8120608 


2.6 


CCWelltoModDiff 
(OD03866) 


0.6 


Kidney Cancer 
8120613 


0.4 


CC Margin (OD03866) 


6.6 


Kidney Margin 
8120614 


11.5 


CC Gr.2 rectosigmoid 
(OD03868) 


0.9 


Kidney Cancer 
9010320 


1.7 


k^Ks Margin (\jukJdooo) 


1.2 


Kidney Margin 
9010321 


ll.3 


CC Mod Diff (ODO3920) 


0.5 


Normal Uterus 


0.9 


CC Margin (ODO3920) 


9.1 


Uterine Cancer 
064011 


3.4 


CC Gr.2 ascend colon 
(OD03921) 


10.9 


Normal Thyroid 


3.9 


CC Margin (OD03921) 


6.7 


Thyroid Cancer 


2.0 


CC from Partial 
Hepatectomy (ODO4309) 
Mets 


2.0 


Thyroid Cancer 
A302152 


0.6 


Liver Margin (ODO4309) 


3.5 


Thyroid Margin 
A302153 


10.8 


Colon mets to lung 
(OD04451-01) 


0.6 


Normal Breast 


12.2 


Lung Margin (OD0445 1 - 
02) 


3.5 


Breast Cancer 


0.4 


Normal Prostate 6546-1 


1.4 


Breast Cancer 
(OD04590-01) 


7.3 
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Prostate Cancer 
(OD04410) 


2.9 


Breast Cancer Mets 
(OD04590-03) 


4.8 


Prostate Margin 
(OD04410) 


8.0 


Breast Cancer 
Metastasis 


3.6 


Prostate Cancer 
(OD04720-01) 


6.6 


Breast Cancer 


2.0 


Prostate Margin 
(OD04720-02) 


13.3 


Breast Cancer 


5.4 


Normal Lung 


14.4 


Breast Cancer 
9100266 


2.1 


Lung Met to Muscle 
(OD04286) 


0.1 


Breast Margin 
9100265 


7.4 


Muscle Margin 
(OD04286) 


4.5 


Breast Cancer 
A209073 


8.5 


Lung Malignant Cancer 
(OD03126) 


4.3 


Breast Margin 
A2090734 


13.8 


Lung Margin (OD03 126) 


15.0 


Normal Liver 


2.7 


Lung Cancer (OD04404) 


8.4 


Liver Cancer 


0.1 


Lung Margin (OD04404) 


3.7 


Liver Cancer 1025 


2.3 


Lung Cancer (OD04565) 


1.1 


Liver Cancer 1026 


0.7 


Lung Margin (OD04565) 


4.7 


Liver Cancer 6004-T 


4.0 


Lung Cancer (OD04237- 
01) 


1.2 


Liver Tissue 6004-N 


0.3 


Lung Margin (OD04237- 
02) 


5.6 


Liver Cancer 6005-T 


0.5 


Ocular Mel Met to Liver 
(ODO4310) 


2.7 




Liver Tissue 6005-N 


0.6 | 


Liver Margin (OD043 10) 


3.0 


Normal Bladder 


4.7 


Melanoma Metastasis 


0.7 


Bladder Cancer 


0.1 


Lung Margin (OD04321) 


8.0 


Bladder Cancer 


4.9 


Normal Kidney 


100.0 


Bladder Cancer 
(OD04718-01) 


0.0 


Kidney Ca, Nuclear grade 
2 (OD04338) 


3.6 


d iaaaer iNormai 
Adjacent (OD047 18- 
03) 


2.8 


Kidney Margin 
(OD04338) 


32.5 


Normal Ovary 


7.2 


Kidney Ca Nuclear grade 
1/2 (OD04339) 


0.5 


Ovarian Cancer 


6.8 


Kidney Margin 
(OD04339) 


26.8 


Ovarian Cancer 
(OD04768-07) 


0.2 


Kidney Ca, Clear cell 
type (OD04340) 


3.8 


Ovary Margin 
(OD04768-08) 


1.0 j 


Kidney Margin 
(OD04340) 


35.4 


Normal Stomach 


6.3 
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Kidney Ca, Nuclear grade 
3 (OD04348) 


02 


Gastric Cancer 
9060358 


1.6 


Kidney Margin 
(OD04348) 


15.7 


Stomach Margin 
9060359 


2.1 


Kidney Cancer 
(OD04622-01) 


1.1 


Gastric Cancer 
9060395 


4.2 


Kidney Margin 
(OD04622-03) 


4.2 


Stomach Margin 
9060394 


4.2 


Kidney Cancer 
(OD04450-01) 


8.0 


Gastric Cancer 
9060397 


1.6 


Kidney Margin 
(OD04450-03) 


25.0 


Stomach Margin 
9060396 


0.5 


Kidney Cancer 8120607 


0.6 


Gastric Cancer 
064005 


8.9 



Table 14BG . Panel 4D 



Tissue Name 


Rel. 
Exp.(%) 
Agl492, 

Run 
162778150 


Rel. 
Exp.(%) 
Ag2441, 

Run 
159616279 


Tissue Name 


Rel. 
Exp.(%) 
Agl492, 

Run 
162778150 


Rel. 
Exp.(%) 
Ag2441, 

Run 
159616279 


Secondary Thl act 


0.0 


0.0 


HUVEC IL-lbeta 


12.5 


9.6 


Secondary Th2 act 


0.0 


0.0 


HUVEC EFN 
gamma 


5.5 


6.2 


Secondary Trl act 


0.0 


0.0 


HUVEC TNF 
alpha + IFN 
gamma 


3.6 


1.9 


Secondary Thl rest 


0.0 


0.0 


HUVEC TNF 
alpha + IL4 


5.6 


5.0 


Secondary Th2 rest 


0.0 


0.0 


HUVEC EL-11 


8.5 


6.5 


Secondary Trl rest 


0.0 


0.0 


Lung 

Microvascular EC 
none 


0.4 


0.1 


Primary Thl act 


0.0 


0.0 


Lung 

Microvascular EC 
TNFalpha + IL- 
lbeta 


0.0 


0.0 


Primary Th2 act 


0.0 


0.0 


Microvascular 
Dermal EC none 


0.1 


0.1 


Primary Trl act 


0.0 


0.0 


Microsvasular 
Dermal EC 
TNFalpha + IL- 
lbeta 


0.0 


0.0 


Primary Thl rest 


0.0 


0.0 


Bronchial 
epithelium 
TNFalpha + 
ELlbeta 


2.1 


2.7 
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Primary Th2 rest 


0.0 


0.0 


Small airway 
epithelium none 


0.5 


0.5 


Primary Trl rest 


0.0 


0.0 


Small airway 
epithelium 
TNFalpha + IL- 
lbeta 


1.1 


0.8 


CD45RA CD4 
lymphocyte act 


0.4 


0.6 


Coronery arteiy 
SMC rest 


1.2 


1.5 


CD45RO CD4 
lymphocyte act 


0.0 


0.0 


i^oronery artery 
SMC TNFalpha + 
IL- lbeta 


0.4 


0.3 


CD8 lymphocyte 
act 


0.0 


0.0 


Astrocytes rest 


1.5 


1.3 


Secondary CD8 
lymphocyte rest 


0.0 


0.0 


Astrocytes 
TNFalpha + IL- 
lbeta 


0.0 


0.1 


Secondary CD8 
lymphocyte act 


0.0 


0.0 


KU-812 
(Basophil) rest 


0.0 


0.0 


CD4 lymphocyte 
none 


0.0 


0.0 


JvU-olZ 

(Basophil) 
PMA/ionomycin 


0.0 


0.0 


2ry 

Thl/Th2/Trl anti- 
CD95CH11 


0.0 


0.0 


(Keratinocytes) 
none 


0.9 


0.5 


LAK cells rest 


0.0 


0.0 


CCD1106 

I If AY*n T1 <n A jit r^A n 1 

^K.eraunocytesj 
TNFatoha + IL- 
lbeta 


0.0 


0.1 


LAK cells IL-2 


0.0 


0.0 


Liver cirrhosis 


5 7 


7 a 


LAK cells IL-2+IL- 
12 


0.0 


0.0 


Lupus kidney 


4.5 


2.4 


LAK cells IL- 
2+IFN gamma 


0.0 , 


0.0 


NCI-H292 none 


5.3 


4.9 


LAK cells IL-2+ 
IL-18 


0.0 


0.0 


NCI-H292 IL-4 


3.0 


4.9 


LAK cells 
PMA/ionomycin 


0.0 


0.0 


NCI-H292 IL-9 


5.2 


5.3 


NK Cells EL-2 rest 


0.0 


0.0 


NCI-H292 EL-13 


2 5 




Two Way MLR 3 
day 


0.0 


0.0 


NCI-H292 IFN 
gamma 


1.8 


0.0 


Two Way MLR 5 
day 


0.0 


0.0 


HPAEC none 


3.7 


5.2 


Two Way MLR 7 
day 


0.0 


0.0 


HPAECTNF 
alpha + IL-1 beta 


6.5 


4.3 


PBMCrest 


0.0 


0 0 


Lung fibroblast 
none 


16.2 


10.4 


PBMCPWM j 0.2 


0.0 


Lung fibroblast 


81.2 | 65.5 
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TNF alpha + BL-1 
beta 






PBMC PHA-L 


0.0 


0.0 


Lung fibroblast 
IL-4 


12.0 


12.9 


Ramos (B cell) 
none 


0.0 


0.0 


Lung fibroblast 
IL-9 


22.2 


13.3 


Ramos (B cell) 
ionomycin 


0.0 


0.0 


Lung fibroblast 
IL-13 


7.9 


| 5.9 


B lymphocytes 
PWM 


0.3 


0.0 


Lung fibroblast 
IFN gamma 


10.2 


7.8 


B lymphocytes 
CD40L and IL-4 


0.4 


0.3 


Dermal fibroblast 
CCD1070 rest 


3.3 


2.4 


EOL-1 dbcAMP 


0.0 


0.0 


DfTTYlfll ■flfvfvVhlflCf' 
JL/VllllaJ. AlUlUUldol 

CCD1070 TNF 
alpha 


2.5 


4.5 


EOL-1 dbcAMP 
PMA/ionomycin 


0.0 


0.0 


Dermal fihrfvhla&t 

CCD1070IL-1 

beta 


6.0 


5.1 


Dendritic cells 
none 


0.0 


0.0 


Dermal fibroblast 
IFN gamma 


2.1 


0.7 


Dendritic cells LPS 


0.1 


0.0 


Dermal fibroblast 
EL-4 


9.7 


7.7 


Dendritic cells anti- 
CD40 


0.0 


0.1 


EBD Colitis 2 


1.7 


0.2 


Monocytes rest 


0.0 


0.0 


IBD Crohn's 


13.7 


7.7 


Monocytes LPS 


0.0 


0.0 


Colon 


98.6 


95.3 


Macrophages rest 


0.0 


0.3 


Lung 


17.2 


16.0 


Macrophages LPS 


0.0 


0.0 


Thymus 


100.0 


100.0 


HUVECnone 


11.6 


5.8 


Kidney 


6.3 


4.2 


HUVEC starved 


19.3 


18.0 









Table 14BH . Panel CNS_1 



Tissne Name 


Rel. Exp.(%) Agl492, 
Run 171634550 


Tissue Name 


Rel. Exp.(%) Agl492, 
Run 171634550 


BA4 Control 


31.2 


BA17 PSP 


30.8 


BA4 Control2 


26.8 


BA17 PSP2 


31.9 


BA4 

Alzheimer's2 


6.8 


Sub Nigra Control 


61.6 


BA4 Parkinson's 


47.3 


Sub Nigra Control2 


27.0 


BA4 

Parkinson's2 


54.7 


Sub Nigra 
Alzheimer^ 


15.9 


BA4 

Huntington's 


23.0 


Sub Nigra 
Parkinson , s2 


48.3 


BA4 

Huntington's2 


15.2 


Sub Nigra 
Huntington's 


72.2 


BA4 PSP 


12.3 


Sub Nigra 


35.1 
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Huntington's2 


i - 


BA4 PSP2 


37.4 


Sub Niera PSP2 


1 17 4 


BA4 Depression 


20.9 


Sub Nigra 
Denression 


8.9 


BA4 

Depression! 


17.3 


Sub Nigra 
DeDressi on2. 

JS WUl VuulUl 1 * - 


12.7 


BA7 Control 


56.3 


Glob Palladus 
Control 


18.3 


BA7 ControI2 


25.2 


Glob Palladus 
Control2 


11.6 


BA7 

Alzheimer's2 


10.3 


Glob Palladus 
Alzheimer's 


22.7 


B A7 Parkinson's 


17.7 


Glob Palladus 
Alzheimer's2 


9.2 


BA7 

Parkinson's! 


25.5 


Glob Palladus 
Parkinson's 


81.2 


BA7 

Huntington's 


39.5 


Glob Palladus 
Parkinson's2 


14.7 


BA7 

Huntington's2 


46.7 


Glob Palladus PSP 


3.6 


BA7 PSP 


42.9 


Glob Palladus PSP2 


19 9 


BA7 PSP2 


42.6 


Glob Palladus 
Depression 


14.5 


B A7 Depression 


16.0 


Temp Pole Control | 


9.5 


BA9 Control 


45.4 


Temt) Pole Control? 


91 0 


BA9 Control2 


49.3 


Temp Pole 

Alzheimer's 1 


14.2 


BA9 Alzheimer's 


2.0 


Temp Pole 
Alzheimer's2 


4.8 


BA9 

Alzheimer f s2 


19.9 


Temp Pole 
Parkinson's 


25.7 


BA9 Parkinson's 


37.6 


Temp Pole 
Parkinson's2 


24.5 


BA9 

Parkinson , s2 


40.1 


Temp Pole 
Huntington's 


17.3 


BA9 

Huntington's 


46.0 


Temp Pole PSP 


7.2 


BA9 

Huntington ! s2 


11.9 


Temp Pole PSP2 


2.8 




21.8 


Temp Pole 
Depression2 


8.6 


BA9 PSP2 


4.3 


Cing Gyr Control 


41.2 


BA9 Depression 


8.5 


Cine Gvr Control2 


24 1 


BA9 

Depression2 


14.7 


Cing Gyr 
Alzheimer's 


12.9 
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BA17 Control 


100.0 


Clint* Ovt 
Alzheimer^ 


8.4 


BA17 Control2 


37.1 


Ping Ctvt ParlcinsrnVs 

V^XIXC^ VJ ¥1 X C4I rill lOv^ylX 0 


25 0 


BA17 

A 1 7h eim pr 1 ^? 

iLUiUvLUiwl. 


15.3 


CingGyr 

Parkinson's'? 


23.5 


BA17 
Parkin son 1 <; 

x on, amwu 0 


40.3 


CingGyr 
Huntington's 


54.7 


BA17 

Parkinson's^ 


62.0 


CingGyr 
Himtineton's2 


31.4 


BA17 

T-Timtin ofnn f <5 

XXlXXllXXLc^llyXL O 


33.2 


CingGyr PSP 


25.7 


BA17 

T-fi intin of nti' s^ 

XXlXXlLXXlilLvJll DX> 


25.7 


CingGyr PSP2 


4.6 


BA17 
Depression 


18.6 


Cing Gyr Depression 


12.4 


BA17 

Depression2 


56.3 


CingGyr 
Depression2 


27.7 



CNS_neurodegeneration_vLO Summary: Agl492/ Ag2441 Panel CNS_Neurodegeneration 
does not detect any difference in the expression of this gene between the postmortem brains of 
controls or Alzheimer's disease patients. This panel does, however, confirm the expression of 
this gene at moderate to high levels in the brains of an independent group of patients. See 
5 panel 1 .3d for discussion of utility in the central nervous system. 

Panel 13D Summary: Agl492/Ag2441 The expression of this gene was assessed across 3 
independent runs of panel 1 .3D utilizing 2 different probe/primer sets. The runs had excellect 
concordance. This gene encodes a semaphorin homolog that shows an expression profile that 
is brain-preferential. Highest expression is seen in the brain and a cell line derived from brain 

10 cancer (CTs=28-29). Semaphorins can act as axon guidance proteins, specifically as 

chemorepellents that inhibit CNS regenerative capacity. Manipulation of levels of this protein 
may be of use in inducing a compensatory synaptogenic response to neuronal death in 
Alzheimer's disease, Parkinson's disease, Huntington's disease, spinocerebellar ataxia, 
progressive supranuclear palsy, multiple sclerosis, ALS, head trauma, stroke, or any other 

1 5 disease/condition associated with neuronal loss. Moreover, therapeutic modulation of this 

gene, through the use of small molecule drugs, antibodies or protein therapeutics might be of 
use in the treatment of brain cancer. 

This gene is also moderately expressed in a wide variety of metabolic tissues, including 
pancreas, adrenal, thyroid, pituitary, adult and fetal heart, adult and fetal skeletal muscle, adult 
20 and fetal liver, and adipose. This suggests that this gene product may be important for the 

pathogenesis, diagnosis, and/or treatment of metabolic diseases including obesity and Types 1 
and 2 diabetes. 

Panel 2,2 Summary: Agl492/2441 

The expression of this gene was assessed in two independent runs in panel 2.2 using different 
25 probe/primer pairs with good concordance. This gene was found to show highest expression in 
a sample derived from normal kidney adjacent to a kidney cancer. This pattern of expression 
was consistent for other normal kidney/kidney cancer pairs as well as for normal colon/colon 
cancer pairs. Thus, the expression of this gene could be used to distinguish normal colon and 
kidney tissue from the other samples in the panel, and in particular, their genetically related 
30 malignant counterparts. Morover, therapeutic modulation of this gene, through the use of small 
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molecule drugs, antibodies or protein therapeutics might be of use in the treatment of kidney 
or colon cancer. 

Panel 2D Summary: Ag2441 This gene is most highly expressed in a sample derived from 
normal kidney tissue. This pattern of expression is consistent for other normal kidney/kidney 
cancer pairs as well as being consistent with Panel 2.2. Thus, the expression of this gene could 
be used to distinguish normal kidney tissue from the other samples in the panel, and in 
particular, their genetically related malignant counterparts. Moreover, therapeutic modulation 
of this gene, through the use of small molecule drugs, antibodies or protein therapeutics might 
be of use in the treatment of kidney cancer. 

Panel 4D Summary: Agl492/2441 This gene encodes a semaphoring homolog and is 
expressed at a high level (CTs=28) in TNF-alpha + IL-l-beta-stimulated lung epithelial cells, 
colon, and thymus. Thus, this gene product be a useful protein therapeutic to reduce or 
eliminate the symptoms of chronic obstructive pulmonary disease, asthma, emphysema, and 
ulcerative colitis. 

Panel CNS_1 Summary: Agl492 This panel confirms the expression of this semaphorin 
precursor in the adult central nervous system. See panel 1.3d for a discussion of utility in the 
central nervous system. 



20 



C. NOV5 (CG50211-01 and CG50211-02: serine/threonine kinase) 

Expression of gene CG5021 1-01 and variant CG5021 1-02 was assessed using the primer- 
probe set Ag2492, described in Table 15CA. Results of the RTQ-PCR runs are shown in 
Tables 15CB, 15CC, 15CD and 15CE. 

Table 15CA . Probe Name Ag2492 



Primers 


Sequences 


Length 


Start Position 


Forward 


5'-cagaagctgttccgagaagtc-3' (SEQ ID NO: 131) 


21 


501 J 


Probe 


TET-5'-atgaagggcctaaaccaccccaacat-3'-TAMRA (SEQ ID NO: 132) 


26 


528 


Reverse 


S'-caatcacctcaaagagcttcac-S' (SEQ ID NO: 133) 


22 


555 



Table 15CB . CNS_neurodegeneration_vl.O 



Tissue Name 


ReL Exp.(%) Ag2492, 
Run 208778160 


Tissue Name 


Rel. Exp.(%) Ag2492, 
Run 208778160 


AD 1 Hippo 


18.4 


Control (Path) 3 
Temporal Ctx 


6.0 


AD 2 Hippo 


33.4 


Control (Path) 4 
Temporal Ctx 


27.0 


AD 3 Hippo 


10.4 


AD 1 Occipital Ctx 


14.6 


AD 4 Hippo 


9.4 


AD 2 Occipital Ctx 
(Missing) 


0.0 


AD 5 Hippo 


96.6 


AD 3 Occipital Ctx 


6.6 


AD 6 Hippo 


85.3 


AD 4 Occipital Ctx 


19.5 


Control 2 Hippo 


52.5 


AD 5 Occipital Ctx 


37.1 


Control 4 Hippo 


9.9 


AD 5 Occipital Ctx 


87.1 


Control (Path) 3 
Hippo 


5.4 


Control 1 Occipital 
Ctx 


3.5 


AD 1 Temporal Ctx 


18.8 


Control 2 Occipital 


85.3 
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Ctx 




AD 2 Temporal Ctx 


34.9 


Control 3 Occipital 
Ctx 


13.7 


AD 3 Temporal Ctx 


8.2 


Control 4 Occipital 
Ctx 


7.2 


AD 4 Temporal Ctx 


18.9 


Control (Path) 1 
Occipital Ctx 


' 82.9 


AD 5 Inf Temporal 
Ctx 


94.0 


Control (Path) 2 
Occipital Ctx 


6.7 


AD 5 Sup Temporal 
Ctx 


52.9 


Control (Path) 3 
Occipital Ctx 


4.0 


AD 6 Inf Temporal 
Ctx 


69.3 


Control (Path) 4 
Occipital Ctx 


11.6 


AD 6 Sup Temporal 
Ctx 


64.6 


Control 1 Parietal 
Ctx 


4.7 


Control 1 Temporal 
Ctx 


6.3 


Control 2 Parietal 
Ctx 


47.0 


Control 2 Temporal 
Ctx 


69.3 


Control 3 Parietal 
Ctx 


18.4 


Control 3 Temporal 
Ctx 


14.9 


Control (Path) 1 
Parietal Ctx 


100.0 


Control 3 Temporal 
Ctx 


13.2 


Control (Pam) 2 
Parietal Ctx 


21.2 


Control (Path) 1 
Temporal Ctx 


82.4 


Control (Path) 3 
Parietal Ctx 


5.5 


Control (Path) 2 
Temporal Ctx 


34.6 


Control (Path) 4 
Parietal Ctx 


36.9 



Table 15CC . Panel 1.3D 



Tissue Name 


Rel. Exp.(%) Ag2492, 
Run 159841006 


Tissue Name 


Rel. Exp.(%) Ag2492, 
Run 159841006 


Liver adenocarcinoma 


22.7 


Kidney (fetal) 


11.0 


Pancreas 


2.3 


Renal ca. 786-0 


8.1 


Pancreatic ca. CAP AN 
2 


2.2 


Renal ca. A498 


23.8 


Adrenal gland 


5.0 


Renal ca. RXF 393 


3.7 


Thyroid 


5.7 


Renal ca. ACHN 


4.1 


Salivary gland 


3.9 


Renal ca.UO-31 


9.7 


Pituitary gland 


8.7 


Renal ca. TK-10 


3.9 


Brain (fetal) 


22.8 


Liver 


3.4 


Brain (whole) 


18.7 


Liver (fetal) 


7.7 


Brain (amygdala) 


24.1 


Liver ca. 

(hepatoblast) HepG2 


13.4 


Brain (cerebellum) 


7.9 


Lung 


12.7 


Brain (hippocampus) 


88.9 


Lung (fetal) 


8.4 
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Brain (substantia nigra) 


4.7 


Lung ca. (small cell) 
LX-1 


4.2 


Brain (thalamus) 


26.1 


Lung ca. (small cell) 
NCI-H69 


14.1 


Cerebral Cortex 


100.0 


Lung ca. (s.cell var.) 
SHP-77 


12.8 


Spinal cord 


6.6 


Lung ca. (large 
cell)NCI-H460 


16.5 


gHo/astroU87-MG 


9.5 


Lung ca. (non-sm. 
cell) A549 


4.4 


glio/astroU-118-MG 


17.4 


Lung ca. (non-s.cell) 
NCI-H23 


21.2 


astrocytoma SW1783 


14.1 


Lung ca. (non-s.cell) 
HOP-62 


26.2 


neuro*; met SK-N-AS 


54.0 


Lung ca. (non-s.cl) 
NCI-H522 


5.5 


astrocytoma SF-539 


15.5 


Lung ca. (squam.) 
SW900 


6.7 


astrocytoma SNB-75 


16.8 


Lung ca. (squam.) 
NCI-H596 


2.9 


glioma SNB-19 


14.9 


Mammary gland 


15 0 


glioma U251 


6.7 


Breast ca.* (pl.ef) 
MCF-7 


8.2 


glioma SF-295 


11.9 


Breast ca.* (pl.ef) 
MDA-MB-231 


25.9 


Heart (Fetal) 


42.0 


Breast ca.* (pi. ef) 
T47D 


— 

3.7 


Heart 


3.3 


Breast ca. BT-549 


26.6 


Skeletal muscle (Fetal) 


54.7 


Breast ca. MDA-N 


7.6 


Skeletal muscle 


3.4 


Ovary 


40 6 


Bone marrow 


2.2 


Ovarian ca. OVCAR- 
3 


6.6 


Thymus 


5.9 


Ovarian ca. OVCAR- 
4 


4.2 


Spleen 


8.0 


Ovarian ca. OVCAR- 
5 


6.7 


Lymph node 


3.3 


Ovarian ca. OVCAR- 
8 


8.5 


Colorectal 


8.0 


Ovarian ca. IGROV- 
1 


3.4 


Stomach 


6.2 


Ovarian ca. (ascites) 
SK-OV-3 


12.2 


Small intestine 


5.3 i 


Uterus 


5.5 


Colon ca. SW480 


¥ 1 


Placenta 


4.9 


Colon ca.*SW620 j 


2 - 5 1 


Prostate 


3.9 
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Colon ca. HT29 


6.0 


JrrOSLalG Ca. ^UUIIC 

met) PC-3 


4.5 


v_/010Il ta. JljA_/ lO 


u.u 


lCbub 




Colon ca.CaCo-2 


9.9 


Melanoma 

JlS05o^/\^. 1 


2.6 


CC Wf»11 \c\ \Jir\A Tji ff 

L^V^ WCli LU IVIOU Ulil 

(OD03866) 


7.9 


A/fp^l q n o * r in ATI 
iVICldllUIIla ^lii.C L ^ 

Hs688(B).T 


3.9 






Mf»1atinTnji TTAfWfi? 

lYlClallOllla UAV/V/"Uai 


2 7 


Gastric ca. (liver met) 

WPT-MR7 


22.4 


Melanoma M14 


4.3 


Bladder 


4.6 


Melanoma L0X 
TMVI 

JJ.VX V X 


9.9 


Trachea 


10.0 


Melanoma* (met) 
SK-MEL-5 


5.9 


Kidney 


2.5 


Adipose 


4.5 



Table 15CD. Panel 2D 



X Ida lie l><mic 


Rel. Exp.(%) 
159841210 


A lAaliC llalUC 


Rel. Exp.(%) 

A&1&Q1 Run 

159841210 


Normal Colon 


46.7 


8120608 


17.4 


CC Well to Mod Diff 
(OD03866) 


9.7 


Kidnev dancer 
8120613 


36.1 


CC Margin (OD03866) 


11.6 


Kidney Margin 
8120614 


29.5 


CC Gr.2 rectosigmoid 
(OD03868) 


11.6 


Kidney Cancer 
9010320 


31.2 


CC Margin (OD03868) 


5.1 


Kidney Margin 
9010321 


31.0 


CC Mod Diff (ODO3920) 


21.2 


Normal Uterus 


9.0 


CC Margin (ODO3920) 


20.4 


Uterine Cancer 
064011 


29.1 


CC Gr.2 ascend colon 
(OD03921) 


27.7 


Normal Thyroid 


17.4 


CC Margin (OD03921) 


8.9 


Thyroid Cancer 


23.8 


CC from Partial 
Hepatectomy (ODO4309) 
Mets 


17.9 


Thyroid Cancer 
A302152 


15.7 


Liver Margin (ODO4309) 


19.1 


Thyroid Margin 
A302153 


18.3 


Colon mets to lung 
(OD04451-01) 


16.6 


Normal Breast 


27.0 


Lung Margin (OD0445 1- 
02) 


13.1 


Breast Cancer 


53.2 



Normal Prostate 6546-1 


12.2 


Breast Cancer 
(OD04590-01) 


100.0 


Prostate Cancer 
(OD04410) 


35.1 


Breast Cancer Mets 
(OD04590-03) 


66.4 


Prostate Margin 
(OD04410) 


37.4 


Breast Cancer 
Metastasis 


92.0 


Prostate Cancer 
(OD04720-01) 


33.2 


Breast Cancer 


20.7 


Prostate Margin 
(OD04720-02) 


41.8 


Breast Cancer 


41.5 


Normal Lung 


35.4 


Breast Cancer 
9100266 


38.2 


Lung Met to Muscle 
(OD04286) 


17.2 


Breast Margin 
9100265 


24.0 


Muscle Margin 
(OD04286) 


22.8 


Breast Cancer 
A209073 


44.8 


Lung Malignant Cancer 
(OD03126) 


17.2 


Breast Margin 
A2090734 


• 

25.9 


Lung Margin (OD03 126) 


33.4 


Normal Liver 


11.1 


Lung Cancer (OD04404) 


41.5 


Liver Cancer 


15.3 


Lung Margin (OD04404) 


17.2 


Liver Cancer 1025 


13.6 


Lung Cancer (OD04565) 


25.5 


Liver Cancer 1026 


16.6 


Lung Margin (OD04565) 


13.9 


Liver Cancer 6004-T 




Lung Cancer (OD04237- 
01) 


31.2 


Liver Tissue 6004-N 


11.4 


Lung Margin (OD04237- 
02) 


23.0 


Liver Cancer 6005-T 


17.9 


Ocular Mel Met to Liver 
(ODO4310) 


35.1 


Liver Tissue 6005-N 


7.6 


Liver Margin (OD043 10) 


14.7 


Normal Bladder 


36.6 


* Melanoma Metastasis 


21.3 


Bladder Cancer 


12.9 


Lung Margin (OD04321) 


28.3 


Bladder Cancer 


19 1 < 

A S . A 


Normal Kidney 


46.3 


Bladder Cancer 
(OD04718-01) 


34.6 


Kidney Ca, Nuclear grade 
2 (OD04338) 


37.4 


RladHpr Normal 

tClVJAJ.t/1 J.NV.FJUl.la.1 

Adjacent (OD0471 8- 
03) 


34.2 


Kidney Margin 
(OD04338) 


32.3 


Normal Ovary 


31.4 


Kidney Ca Nuclear grade 
1/2 (OD04339) j 


20.6 


Ovarian Cancer 


36.1 


Kidney Margin 
(OD04339) 


32.1 


Ovarian Cancer 
(OD04768-07) 


30.1 


Kidney Ca, Clear cell 
type (OD04340) 


52.5 


Ovary Margin 
(OD04768-08) 


12.9 
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Kidney Margin 
(OD04340) 


40.9 


Normal Stomach 


22.2 


Kidney Ca, Nuclear grade 
3 (OD04348) 


15.9 


Gastric Cancer 
9060358 


8.5 


Kidney Margin 
(OD04348) 


20.9 


Stomach Margin 
9060359 


20.2 


Kidney Cancer 
(OD04622-01) 


23.5 


Gastric Cancer 
9060395 


27.0 


Kidney Margin 
(OD04622-03) 


9.3 


Stomach Margin 
9060394 


23.2 


Kidney Cancer 
(OD04450-01) 


14.8 


Gastric Cancer 
9060397 


17.7 


Kidney Margin 
(OD04450-03) 


27.5 


Stomach Margin 
9060396 


12.8 


Kidney Cancer 8120607 


19.5 


Gastric Cancer 
064005 


31.2 



Table 15CE. Panel 4D 



Tissue Name 


Rel. Exp.(%) 
Ag2492, Run 
164033742 


Tissue Name 


Rel. Exp.(%) 
Ag2492, Run 
164033742 


Secondary Tnl act 


17.9 


HUVEC EL- 1 beta 


10.7 


Secondary Th2 act 


19.2 


HUVEC DFN gamma 


23.0 


Secondary Trl act 


23.8 


HUVEC TNF alpha + IFN 
gamma 


14.3 


Secondary Thl rest 


4.9 


HUVEC TNF alpha + IL4 


14.1 


Secondary Th2 rest 


9.3 


HUVEC IL-11 


18.3 


Secondary Trl rest 


7.2 


Lung Microvascular EC 
none 


18.8 


Primary Thl act 


18.0 


Lung Microvascular EC 
TNFalpha + EL-lbeta 


19.9 


Primary Th2 act 


.12.2 


Microvascular Dermal EC 
none 


30.4 


Primary Trl act 


22.5 


Microsvasular Dermal EC 
TNFalpha-f IL-lbeta 


16.8 


Primary Thl rest 


27.2 


Bronchial epithelium 
TNFalpha + ILlbeta 


8.7 


Primary Th2 rest 


23.3 


Small airway epithelium 
none 


18.3 


Primary Trl rest 


11.7 


Small airway epithelium 
TNFalpha + BL-lbeta 


100.0 


CD45RACD4 
lymphocyte act 


8.8 


Coronery artery SMC rest 


31.9 


CD45RO CD4 
lymphocyte act 


19.5 


Coronery artery SMC 
TNFalpha + BL-lbeta 


22.7 


CD8 lymphocyte act 


9.3 


Astrocytes rest 


27.9 
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Secondary CD8 
lymphocyte rest 


12.7 


Astrocytes TNFalpha + 
DL-lbeta 


21.8 


Secondary CD8 
lymphocyte act 


9.7 


KU-812 (Basophil) rest 


10.4 


CD4 lymphocyte none 


4.7 


KU-812 (Basophil) 
PMA/ionomycin 


28.3 


2iyThl/Th2/Trl anti- 
CD95CH11 


9.0 


CCD1106 (Keratinocytes) 
none 


15.0 


LAK. cells rest 


7.7 


CCD1 106 (Keratinocytes) 
TNFalpha + DL-lbeta 


3.2 


LAK cells IL-2 


15.5 


Liver cirrhosis 


3.7 


LAK cells IL-2+IL-12 


11.0 

J„ .. n m t 


Lupus kidney 




LAK cells IL-2+IFN 
gamma 


14.9 


NCI-H292 none 


30.6 


LAKcellsIL-2+IL-18 


12.0 


NCI-H292 IL-4 




LAK cells 
PMA/ionomycin 


5.6 


NCI-H292 EL-9 


70.2 


NK Cells EL-2 rest 


10.2 


NCI-H292 IL-13 




Two Way MLR 3 day 


11.7 


NCI-H292 EFN gamma 


27.7 


Two Way MLR 5 day 


6.2 


HPAEC none 


94 1 


1 wo Way MLR 7 day 


6.9 


HPAEC TNF alpha + IL-1 
beta 


25.3 


PBMCrest 


7.2 


Lung fibroblast none 


1 S 1 


rttmL, rWM 


29.5 


Lune fibroblast TNF alnha 
+ EL-1 beta 


14.1 


PBMC PHA-L 


13.8 


Lung fibroblast IL-4 


36.9 


Ramos (B cell) none 


6.4 


Lung fibroblast EL-9 




Ramos (B cell) 
ionomycin 


36.6 


Lung fibroblast IL-13 


22.4 


B lymphocytes PWM 


48.0 


Lung fibroblast IFN 
gamma 


53.6 


B lymphocytes CD40L 
and IL-4 


20.2 


Dermal fibroblast 
CCD1070rest 


40.1 


EOL-1 dbcAMP 


15.8 


Dermal fibroblast 
CCD1070 TNF aloha 


74.7 


EOL-1 dbcAMP 
PMA/ionomycin 


31.9 


Dermal fibroblast 
CCD1070IL-1 beta 


19.5 


Dendritic cells none 


10.9 


Dermal fibroblast IFN 
gamma 


, 

11.5 


Dendritic cells LPS 


10.0 


Dermal fibroblast EL-4 


31 0 


Dendritic cells anti- 
CD40 


6.8 


1BD Colitis 2 


0.9 


Monocytes rest 


9.9 


DBD Crohn's 


1.9 


Monocytes LPS 


13.5 


Colon 


14.6 


Macrophages rest 


11.1 


Lung ~J 


21.2 
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Macrophages LPS 


7.6 


jThymus 


25.2 


HUVEC none j 


26.2 


{Kidney 


49.3 


HUVEC starved 


40.6 


1 





CNS_neurodegeneration_vl.O Summary: Ag2492 Panel CNS JSfeurodegeneration does not 
detect any difference in the expression of this gene between the postmortem brains of controls 
or Alzheimer's disease patients. This panel does, however, confirm the expression of this gene 
at moderate levels in the brains of an independent group of patients. See panel 1.3d for 
5 discussion of utility in the central nervous system. 

Panel 1 3D Summary: Ag2492 This gene encodes a serine/threonine kinase homolog that is 
expressed in moderate to high levels in the CNS, with highest expression in the cerebral cortex 
(CT=26.5). Serine/threonine kinases are activated by antidepressants; this gene may therefore 
be a small molecule target for the treatment of depression or bipolar disorder. 

10 This gene is moderately expressed in a number of metabolic tissues including pancreas, 

adrenal, pituitary, thyroid, adult and fetal heart, adult and fetal skeletal muscle, adult and fetal 
liver, and adipose. This suggests that this kinase may be a small molecule target for the 
treatment of metabolic disease, including obesity and Types 1 and 2 diabetes. This gene is also 
expressed at higher levels in fetal heart and skeletal muscle(CTs=27.5) than in adult heart and 

1 5 skeletal muscle (CTs=3 1 .5). This suggests that the expression of this gene could be used to 
differentiate between the adult and fetal sources of this tissue. Furthermore, the higher levels 
of expression in the fetal tissue suggest that the protein encoded by this gene may be involved 
in the development of these organs. Thus, therapeutic modulation of the expression or function 
of the gene product may be useful in treating disease that effect the heart and skeletal muscle. 

20 There is also consistent expression in tissues derived from brain cancer cell lines, in addition 
to the expression in normal brain. Thus, the expression of this gene could be used to 
distinguish tissues or cell lines derived from brain from other samples in the panel. Moreover, 
therapeutic modulation of this gene, through the use of small molecule drugs, antibodies or 
protein therapeutics might be of benefit in the treatment of brain cancer. 

25 References: 

Popoli M, Mori S, Brunello N, Perez J, Gennarelli M, Racagni G.Serine/threonine kinases as 
molecular targets of antidepressants: implications for pharmacological treatment and 
pathophysiology of affective disorders. Pharmacol Ther 2001 Feb;89(2): 149-70 

It is currently a widely accepted opinion that adaptive, plastic changes in the molecular and 
30 cellular components of neuronal signaling systems correlate with the effects on mood and 
cognition observed after long-term treatment with antidepressant drugs. Protein 
phosphorylation represents a key step for most signaling systems, and it is involved in the 
regulation of virtually all cellular functions. Two serine/threonine kinases, Ca2+ /calmodulin- 
dependent protein kinase II and cyclic AMP-dependent protein kinase, have been shown to be 
35 activated in the brain following antidepressant treatment. The changes in kinase activity are 
mirrored by changes in the phosphorylation of selected protein substrates in subcellular 
compartments (presynaptic terminals and microtubules), which, in turn, may contribute to the 
modulation of synaptic transmission observed with antidepressants. The molecular 
consequences of protein kinase activation may account for some of the alterations in neural 
40 function induced by antidepressants, and may suggest novel possible strategies of 
pharmacological intervention. 

Panel 2D Summary: Ag2492 The expression of this gene in panel 2D appears to be highest 
in a sample derived from a breast cancer (CT=28.6). There is also substantial expression in 
other breast cancers as well. Thus, the expression of this gene could be used to distinguish 
45 breast cancer samples from other samples in the panel. Moreover, therapeutic modulation of 
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this gene, through the use of small molecule drugs, antibodies or protein therapeutics might be 
of benefit in the treatment of breast cancer. 

Panel 4D Summary: Ag2492 This gene encodes a serine/threonine protein kinasehomolog 
and is expressed at a moderate level in all cells and tissues in this panel, with highest 
5 expression in TNF-alpha + IL-1 -beta stimulated small airway epithelium, IL-9-stimulated 
NCI-H292 pulmonary mucoepidermoid cells, and TNF-alpha-stimulated CCD1070 dermal 
fibroblasts(CTs=27.5). This expression profile suggests that small molecule drugs that inhibit 
this novel serine/threonine protein kinase-like protein may be useful therapeutics that reduce 
or eliminate the symptoms of chronic obstructive pulmonary disease, asthma, emphysema, and 
10 psoriasis. 



D. NOV6 (CG50215-01 and CG50215-04) 

Expression of gene CG50215-01 and variant CG50215-04 was assessed using the primer- 
probe set Ag2493, described in Table 16DA. Results of the RTQ-PCR runs are shown in 
Tables 16DB, 16DC and 16DD. 

1 5 Table 16DA . Probe Name Ag2493 



Primers 


Sequences 


Length 


Start Position 


Forward 
Probe 


5'-agaacacccctggctccta-3' (SEQ ID NO: 134) 


19 


2865 


TET-5'-acaccagcctgtgaccctggctat-3'-TAMRA (SEQ ID NO: 135) 


24 


2891 


Reverse 


S'-gtttcacactcgttcacatcct-S'CSEQIDNO: 136) 


22 


2940 



Table 16DB . Panel 1.3D 



Tissue Name 


Rel. Exp.(%) Ag2493, 
Run 165630586 


Tissue Name 


Rel.Exp.(%)Ag2493, 
Run 165630586 


Liver adenocarcinoma 


0.0 


Kidney (fetal) 


3.9 


Pancreas 


0.0 


Renal ca. 786-0 


0.0 


Pancreatic ca. CAPAN 
2 


36.6 


Renal ca. A498 


0.0 


Adrenal gland 


0.0 


Renal ca. RXF 393 


0.0 


Thyroid 


0.0 


Renal ca. ACHN 


0.0 


Salivary gland 


0.0 


Renal ca.UO-31 


0.0 


Pituitary gland 


0.0 


Renal ca. TK-10 


21.9 


Brain (fetal) 


5.6 


Liver 


0.0 


Brain (whole) 


0.0 


Liver (fetal) 


7.6 


Brain (amygdala) 


6.6 


Liver ca. 

(hepatoblast) HepG2 


0.0 


Brain (cerebellum) 


0.0 


Lung 


0.0 


Brain (hippocampus) 


0.0 


Lung (fetal) 


0.0 


Brain (substantia nigra) 


0.0 


Lung ca. (small cell) 
LX-1 


0.0 


Brain (thalamus) 


0.0 


Lung ca. (small cell) 
NCI-H69 


0.0 


Cerebral Cortex 


13.5 


Lung ca. (s.cell var.) 
SHP-77 


0.0 


Spinal cord 


0.0 


Lung ca. (large 


2.3 
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cell)NCI-H460 




glio/astroU87-MG 


5.3 


Lung ca. (non-sm. 
cell)A549 


13.6 


glio/astroU-118-MG 


7.7 


Lung ca. (non-s.cell) 
NCI-H23 


7.5 


astrocytoma SW1783 


5.6 


Lung ca. (non-s.cell) 
HOP-62 


0.0 


neuro*; met SK-N-AS 


0.0 


Lung ca. (non-s.cl) 
NCI-H522 


0.0 


astrocytoma SF-539 


0.0 


Lung ca. (squam.) 
SW900 


0.0 


astrocytoma SNB-75 


0.0 | 


Lung ca. (squam.) 
NCI-H596 


0.0 


glioma SNB- 19 


0.0 


Mammary gland 


0.0 


glioma U251 


13.3 


Breast ca* (pl.ef) 
MCF-7 


26.4 


glioma SF-295 


0.0 


Breast ca.* (pl.ef) 
MDA-MB-231 


0.0 


Heart (Fetal) 


0.0 


Breast ca.* (pi. ef) 
T47D 


8.8 


Heart 


0.0 


Breast ca.BT-549 


0.0 


Skeletal muscle (Fetal) 


0.0 


Breast ca. MDA-N 


13.7 


Skeletal muscle 


0.0 


Ovary 


0.0 


Bone marrow 


0.0 


Ovarian ca. OVCAR- 
3 


27.9 


Thymus 


0.0 


Ovarian ca. OVCAR- 
4 


0.0 


Spleen 


0.0 


Ovarian ca. OVCAR- 
5 


17.7 


Lymph node 


11.0 


Ovarian ca. OVCAR- 
8 


0.0 


Colorectal 


10.2 


Ovarian ca. IGROV- 
1 


0.0 


Stomach 


0.0 


Ovarian ca. (ascites) 
SK-OV-3 


0.0 


Small intestine 


0.0 


Uterus 


0.0 


Colon ca. SW480 


0.0 


Placenta 


0.0 


Colon ca* SW620 
(SW480 met) 


0.0 


Prostate 


100.0 


Colon ca. HT29 


0.0 


Prostate ca.* (bone 
met) PC-3 


8.8 


Colon ca.HCT-116 


0.0 


Testis 


0.0 


Colon ca. CaCo-2 


22.1 


Melanoma 
Hs688(A).T 


A A 
0.0 


CCWelltoModDiff 


7.0 


Melanoma* (met) 


0.0 
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Hs688(B).T 




Colon ca.HCC-2998 


0.0 


Melanoma UACC-62 


3.9 


Gastric ca. (liver met) 
NCI-N87 


0.0 


Melanoma M14 


0.0 


Bladder 


0.0 


Melanoma LOX 
IMVI 


0.0 


Trachea 


0.0 


Melanoma* (met) 
SK-MEL-5 




Kidney 


0.0 


Adipose 


[ 28.1 



Table 16DC . Panel 2.2 



Tissue Name 


Rel. Exp.(%) 
Ag2493, Run 
174926557 


Tissue Name 


Rel. Exp.(%) 

Ap2491 Run 

174926557 


XT 1 _ 1 

Normal Colon 


10.0 


Kidney Margin 
(OD04348) 


7.2 


Colon cancer 
(OD06064) 


2.4 


Kidnev malignant 
cancer (OD06204B) 


0.6 


Colon Margin 
(OD06064) 


7.2 


Kidnev normal adiaeent 
tissue (OD06204E) 


6.7 


Colon cancer 
(OD06159) 


2.7 


Kidnev Cancer 
(OD04450-01) 


0.5 


Colon Margin 
(OD06159) 


7.2 


Kidnev Marein 
(OD04450-03) 


3.0 


Colon cancer 
(OD06297-04) 


1.0 


Kidney Cancer 8120613 


0.4 


Colon Margin 
(OD06297-015) 


10.2 


Kidney Margin 
8120614 


4.6 


CC Gr.2 ascend colon 
(OD03921) 


3.7 


Kidney Cancer 9010320 


2.0 


CC Margin (OD03921) 


0.6 


Kidney Margin 
9010321 


1.8 


Colon cancer metastasis 


0.8 


Kidney Cancer 8120607 


6.9 


Lung Margin 
(OD06104) 


4.3 


Kidney Margin 
8120608 


2.6 


Colon mets to lung 
(OD04451-01) 


4.0 


Normal Uterus 


16.4 


Lung Margin 
(OD04451-02) 


5.8 


Uterine Cancer 06401 1 


13.7 


Normal Prostate 


11.7 


Normal Thyroid 


6.5 


Prostate Cancer 
(OD04410) 


3.2 


Thyroid Cancer 


4.5 


Prostate Margin 
(OD04410) 


7.5 


Thyroid Cancer 
A302152 


8.8 


Normal Ovary 


100.0 


Thyroid Margin 


4.2 
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A302153 




Ovarian cancer 
(OD06283-03) 


1.6 


Normal Breast 


7.1 


Ovarian Margin 
(OD06283-07) 


3.5 


Breast Cancer 


2.2 


Ovarian Cancer 


2.2 


Breast Cancer 


6.8 


Ovarian cancer 
(OD06145) 


2.9 


Breast Cancer 
(OD04590-01) 


16.7 


Ovarian Margin 
(0006145} 


20.9 


Breast Cancer Mets 
(OD04590-03) 


5.4 


Ovarian cancer 
fOD06455-03) 


1.9 


Breast Cancer 
Metastasis 


8.0 


Ovarian Margin 
(OD06455-07) 


9.7 


Breast Cancer 


0.7 


Normal Lune: 


12.1 


Breast Cancer 9100266 


2.2 


Invasive poor diff. lung 
adeno (ODO4945-01 


0.8 


Breast Margin 9100265 


1.3 


Lung Margin 
(ODO4945-03) 


4.8 


Breast Cancer A209073 


1.7 


Lung Malignant Cancer 
(OD03126) 


2.3 


Breast Margin 
A2090734 


6.3 


Lung Margin 
COD03126} 


4.1 


Breast cancer 
(OD06083) 


3.1 


Lung Cancer 
fOD05014A} 


4.1 


Breast cancer node 
metastasis (OD06083) 


1.2 


Lung Margin 
(OD05014B) 


2.8 


Normal Liver 


0.7 


Lune cancer COD06081) 


10.2 


Liver Cancer 1026 


3.0 


Lung Margin 
(OD06081) 


4.7 


Liver Cancer 1025 


3.4 


Lung Cancer 
(OD04237-01) 


0.6 


Liver Cancer 6004-T 


1.6 


Lung Margin 
COD04237-02) 


12.1 


Liver Tissue 6004-N 


0.6 


Ocular Mel Met to Liver 
(ODO4310) 


1.5 


Liver Cancer 6005-T 


8.0 


Liver Margin 
(ODO4310) 


2.9 


Liver Tissue 6005-N 


9.2 


Melanoma Metastasis 


0.5 


Liver Cancer 


0.3 


Lung Margin 
(OD04321) 


6.6 


Normal Bladder 


0.4 


Normal Kidney 


1.9 


Bladder Cancer 


0.6 


Kidney Ca, Nuclear 
grade2(OD04338) 


6.8 


Bladder Cancer 




Kidney Margin 


0.0 Normal Stomach 


30.4 



258 



WO 02/064791 PCT/US01/48369 



(OD04338) 




. _ 1 


Kidney Ca Nuclear 
grade 1/2 (OD04339) 


1.5 


Gastric Cancer 9060397 


1.9 


Kidney Margin 
(OD04339) 


1.8 


Stomach Margin 
9060396 


7.4 


Kidney Ca, Clear cell 
type (OD04340) 


2.0 


Gastric Cancer 9060395 


9.1 


Kidney Margin 
(OD04340) 


1.1 


OlUxxlaCil lYiaiHlIx 

9060394 


12.6 


Kidney Ca, Nuclear 
grade3(OD04348) 


0.9 


Gastric Cancer 064005 


3.5 



Table 16DD . Panel 4D 



Tissue Name 


Rel. Exp.(%) 
Ag2493, Run 
164317906 


Tissue Name 


Rel. Exp.(%) 
Ag2493, Run 
164317906 


Secondary Thl act 


7.1 


HUVEC IL-lbeta 


3.7 | 


Secondary Th2 act 


13.6 


HUVEC EFN gamma 


3.2 


Secondarv Trl act 


124 


HUVEC TNF alpha + IFN 
gamma 


0. 1 


Secondary Thl rest 


4.1 


HUVEC TNF alpha + TLA 


6.5 


Secondary Th2 rest 


7.7 


HUVEC IL-11 


5.5 


secondary irl rest 


4.6 


Lung Microvascular EC 
none 


10.7 


rnmary ini act 


1 a n 

14.7 


Lung Microvascular EC 
TNFalpha + IL-lbeta 


3.9 


Primary Th2 act 


19.6 


Microvascular Dermal EC 
none 


13.6 


Primary Trl act 


25.7 


Microsvasular Dermal EC 
TNFalpha* IL-lbeta 


16.3 


Primary Thl rest 


22.7 


Bronchial epithelium 
TNFalpha + ILlbeta 


45.7 


Primary Th2 rest 


17.3 


Small airway epithelium 
none 


10.8 


Primary Trl rest 


12.5 


Small airway epithelium 
TNFalpha + IL-lbeta 


54.7 


CD45RA CD4 
lymphocyte act 


7.0 


Coronery arteiy SMC rest 


63.7 


CD45RO CD4 
lymphocyte act 


14.4 


Coroneiy artery SMC 
TNFalpha + IL-lbeta 


22.8 


CD8 lymphocyte act 


10.7 


Astrocytes rest 


3.1 


Secondary CD8 
lymphocyte rest 


16.5 


Astrocytes TNFalpha + 
IL-lbeta 


0.8 


Secondary CD8 
lymphocyte act 


7.4 


KU-812 (Basophil) rest 


16.8 


CD4 lymphocyte none 


10.6 


KU-8 12 (Basophil) 


46.0 
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PMA/ionomycin 




2iy Thl/Th2/Trl anti- 
CD95 CH11 


7.3 


CCDl 1 06 (Keratmocytes) 
none 


28.1 


LAK cells rest 


7.3 


CCDH06 (Keratinocytes) 
TNFalpha + IL-lbeta 




LAK cells BL-2 


7.0 


liver cirrhosis ; 


9.5 


LAK cells IL-2+IL-12 


6.9 


Lupus kidney 


5.0 


LAK cells IL-2+IFN 
gamma 


18.4 


NCI-H292 none i 




LAK cells IL-2+EL-18 


8.4 


NCI-H292EL-4 


1.9 


LAK cells 
PMA/ionomycin 


20.0 


NC1-H29Z IL-y 


s.z 


NK Cells EL-2 rest 


4.8 


NCI-H292IL-13 


1.7 


Two Way MLR 3 day 


6.6 


NCI-H292 IFN gamma 


0.6 


Two Way MLR 5 day 


4.5 


HPAECnone 


3.7 


Two Way MLR 7 day 


6.6 


HPAEC TNF alpha + EL-1 
beta 


A O 


PBMC rest 


8.7 


Lung fibroblast none 


81.8 


PBMC PWM 


27.7 


Lung fibroblast TNF alpha 
+ IL-1 beta 


OA 1 


PBMC PHA-L 


17.7 


Lung fibroblast DL-4 


100.0 


Ramos (B cell) none 


5.3 


Lung fibroblast IL-9 


59.5 


Ramos (B cell) 
ionomycin 


27.0 


Lung fibroblast IL-13 


49.0 


B lymphocytes PWM 


46.3 


Lung fibroblast IFN 
gamma 


95.3 


B lymphocytes CD40L 
andIL-4 


15.4 


Dermal fibroblast 
CCD1070rest 


15.7 


EOL-1 dbcAMP 


7.2 


Dermal fibroblast 
CCD1070 TNF alpha 


23.3 


EOL-1 dbcAMP 
PMA/ionomycin 


2.3 


Dermal fibroblast 
CCD1070IL-1 beta 


8.8 


Dendritic cells none 


A 1 

4.1 


Dennal fibroblast IFN 
gamma 


OA K 


Dendritic cells LPS 


0.0 


Dermal fibroblast IL-4 


0.0 


Dendritic cells anti- 
CD40 


3.3 


1BD Colitis 2 


a n 


Monocytes rest 


3.6 


EBD Crohn f s 


2.6 


Monocytes LPS 


0.8 


Colon 


61.6 


Macrophages rest 


4.9 


Lung 


52.5 


Macrophages LPS 


2.2 


Thymus 


25.9 


HUVECnone 


7.3 


Kidney 


28.9 


HUVEC starved 


15.7 | 
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Panel 1.3D Summary: Ag2493 Expression of this gene is restricted to the prostate 
(CT=34.4). Thus, expression of this gene could be used to differentiate prostate tissue from 
other tissues. 

Panel 2.2 Summary: Ag2493 The expression of this gene appears to be restricted to a sample 
5 derived from normal ovary and a sample of normal ovary adjacent to an ovarian cancer. Of 
note is the observed lack of expression in ovarian cancer tissues. Thus, the expression of this 
gene could be used to distinguish normal ovarian tissues from other tissues in the panel and 
specifically ovarian cancer tissue. Therefore, expression of this gene could be used in the 
diagnosis or prognosis of ovarian cancer. Moreover, therapeutic modulation of this gene, 
10 through the use of small molecule drugs, antibodies or protein therapeutics could benefit in the 
treatment of ovarian cancer. 

Panel 4D Summary: Ag2493 This gene encodes a TGF-beta binding protein 4 homoiog. 
TGF-beta binding protein 4 is a secreted protein that regulates the activity of members of the 
TGF-beta family of growth factors. This gene is expressed at a moderate level in TNF-alpha + 

15 EL-1 -beta-activated bronchial epithelium, TNF-alpha + IL- 1 -beta-activated small airway 

epithelium, resting lung fibroblasts, and IL-4 or IL-9 or IL-13 or IFN-gamma-activated lung 
fibroblasts. Thus, this gene product may be a useful therapeutic protein to reduce or eliminate 
the symptoms of chronic obstructive pulmonary disease. Furthermore, the protein encoded by 
this gene may also be useful as a therapeutic to reduce or eliminate the symptoms of other 

20 diseases whose pathophysiology is controlled in part by TGF-beta family members, such as 
osteoarthritis and rheumatoid arthritis. 

References: 

Iemura S, Yamamoto TS, Takagi C, Kobayashi H, Ueno N. J Biol Chem 1999 Sep 
17;274(38):26843-9 Isolation and characterization of bone morphogenetic protein-binding 
25 proteins from the early Xenopus embryo. 

Using a surface plasmon resonance biosensor as a sensitive and specific monitor, we have 
isolated two distinct bone morphogenetic protein (BMP)-binding proteins, and identified them 
as lipovitellin 1 and Ep45, respectively. Lipovitellin 1 is an egg yolk protein that is processed 
from vitellogenin. Both vitellogenin and Ep45 are synthesized under estrogen control in the 

30 liver, secreted, and taken up by developing oocytes. In this paper, we have shown that of the 
TGF-beta family members tested, Ep45 can bind only to BMP-4, whereas lipovitellin 1 can 
bind to both BMP-4 and activin A. Because of this difference in specificity, we have focused 
on and further studied Ep45. Kinetic parameters were determined by surface plasmon 
resonance studies and showed that Ep45 associated rapidly with BMP-4 (k(a) = 1.06 x 10(4) 

35 M(-l)s(-l)) and dissociated slowly (k(d) = 1 .6 x 10(-4) s(-l)). In Xenopus embryos 

microinjected with Ep45 mRNA, Ep45 blocked the ability of follistatin to inhibit BMP activity 
and to induce a secondary body axis in a dose-dependent manner, whereas it had no effect on 
other BMP antagonists, chordin and noggin. These results support the possibility that Ep45 
interacts with BMP to modulate its activities in vivo. 

40 Dale L, Wardle FC. Semin Cell Dev Biol 1999 Jun;10(3):319-26 A gradient of BMP activity 
specifies dorsal-ventral fates in early Xenopus embryos. 

BMP-4 is an extracellular signalling molecule belonging to the TGF-beta superfamily that 
plays a central role in dorsoventral patterning in vertebrate gastrulae. We review the evidence 
indicating that BMP-4 acts as a morphogen, specifying dorsoventral positional values in a 
45 concentration-dependent manner. An activity gradient of BMP-4 is established not by simple 
diffusion from a localised source, but by diffusion of inhibitory binding proteins that act on a 
uniform level of BMP-4 protein. These in turn are regulated by the activity of tolloid-related 
metalloproteases, such as Xenopus xolloid and zebrafish tolloid. 
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Khalil N, Parekh TV, O'Connor R, Antman N, Kepron W, Yehaulaeshet T, Xu YD, Gold LL 
Thorax 2001 Dec;56(12):907-15 Regulation of the effects of TGF-betal by activation of latent 
TGF-betal and differential expression of TGF-beta receptors (TbetaR-I and TbetaR-II) in 
idiopathic pulmonary fibrosis. 

5 BACKGROUND: Idiopathic pulmonary fibrosis (IPF) is characterised by subpleural fibrosis 
that progresses to involve all areas of the lung. The expression of transforming growth factor- 
betal (TGF-betal), a potent regulator of connective tissue synthesis, is increased in lung 
sections of patients with EPF. TGF-betal is generally released in a biologically latent form (L- 
TGF-betal). Before being biologically active, TGF-beta must be converted to its active form 

10 and interact with both TGF-beta receptors type I and EE (TbetaR-I and TbetaR-II). TGF-beta 
latency binding protein 1 (LTBP-1), which facilitates (he release and activation of L-TGF- 
betal, is also important in the biology of TGF-betal. METHODS: Open lung biopsy samples 
from patients with IPF and normal controls were examined to localise TbetaR-I, TbetaR-II, 
and LTBP-1 . Alveolar macrophages (AM) and bronchoalveolar lavage (BAL) fluid were 

1 5 examined using the CCL-64 bioassay to determine if TGF-beta is present in its active form in 
the lungs of patients with EPF. RESULTS: Immunoreactive L-TGF-betal was present in all 
lung cells of patients with IPF except for fibroblasts in the subepithelial regions of honeycomb 
cysts. LTBP-1 was detected primarily in AM and epithelial cells lining honeycomb cysts in 
areas of advanced IPF. In normal lungs LTBP-1 immunoreactivity was observed in a few AM. 

20 AM from the upper and lower lobes of patients with IPF secreted 1.6 (0.6) finol and 4.1 (1.9) 
finol active TGF-beta, respectively, while AM from the lower lobes of control patients 
secreted no active TGF-beta (p 

Roth-Eichhorn S, Heitmann B, Flemming P, Kubicka S, Trautwein C.Scand J Gastroenterol 
2001 Nov;36(l 1): 1204-10 Evidence for the decreased expression of the latent TGF-beta 
25 binding protein and its splice form in human liver tumours. 

BACKGROUND: Recently, a splice form of the latent TGF-beta binding protein (LTBP-1) 
was identified in the liver lacking potential important sequences for matrix association and 
proteinase cleavage (LTBP-1D, -ldelta53). For a better understanding of the unknown 
(pathophysiological role, the expression levels of LTBP-1D and LTBP-1 (full length) were 

30 investigated in normal and malignant human liver on the mRNA and protein level. 

METHODS: Normal liver (5 specimens), hepatocellular carcinoma (4 specimens) and 
fibrolamellar carcinoma (2 specimens) were examined by quantitative reverse transcription- 
polymerase chain reaction and immunohistochemistry, for which specific antibodies were 
generated. RESULTS: The mRNA levels of LTBP-1/-1D in malignant liver tissues are 

35 decreased in comparison to normal liver-more so in HCC than in FLC. This finding was 

confirmed by a strong decrease of immunostaining of LTBP-1/-1D in neoplastic parenchymal 
cells of HCC and FLC. However, the intensity of LTBP-1 (full length) protein staining was 
increased in the extracellular matrix of the carcinomas, while LTBP-1D was not detectable in 
the matrix. CONCLUSION: Since TGF-beta is known to be over-expressed in liver tumours, 

40 the results suggest its enhanced synthesis without binding to LTBP-1 . This probably 

influences the availability of bioactive TGF-beta in the tumour tissue. The missing matrix 
localization of LTBP-1D indicates that the hinge region containing a heparin-binding site is 
essential for the binding of LTBP-1 in the extracellular matrix. LTBP-1D may fulfil specific 
functions for the latency of matrix-unbound TGF-beta. 

45 Barcellos-Hoff MH. J Mammary Gland Biol Neoplasia 1996;l(4):353-63 Latency and 
activation in the control of TGF-beta. 

The biological activity of the transforming growth factor-beta's (TGF-beta)3 is tightly 
controlled by their persistence in the extracellular compartment as latent complexes. Each of 
the three mammalian isoform genes encodes a product that is cleaved intracellularly to form 
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two polypeptides, each of which dimerizes. Mature TGF-beta, a 24 kD homodimer, is 
noncovalently associated with the 80 kD latency-associated peptide (LAP). LAP is a 
fundamental component of TGF-beta that is required for its efficient secretion, prevents it 
from binding to ubiquitous cell surfoce receptors, and maintains its availability in a large 
5 extracellular reservoir that is readily accessed by activation. This latent TGF-beta complex 
(LTGF-beta) is secreted by all cells and is abundant both in circulating forms and bound to the 
extracellular matrix. Activation describes the collective events leading to the release of TGF- 
beta. Despite the importance of TGF-beta regulation of growth and differentiation in 
physiological and malignant tissue processes, remarkably little is known about the 
1 0 mechanisms of activation in situ. Recent studies of irradiated mammary gland reveal certain 
features of TGF-beta 1 activation that may shed light on its regulation and potential roles in 
the normal and neoplastic mammary gland. 

Barry F, Boynton RE, Liu B, Murphy JM. Exp Cell Res 2001 Aug 15;268(2): 189-200 
Chondrogenic differentiation of mesenchymal stem cells from bone marrow: differentiation- 
1 5 dependent gene expression of matrix components. 

Transforming growth factor (TGF)-beta-induced chondrogenesis of mesenchymal stem cells 
derived from bone marrow involves the rapid deposition of a cartilage-specific extracellular 
matrix. The sequential events in this pathway leading from the undifferentiated stem cell to a 
mature chondrocyte were investigated by analysis of key matrix elements. Differentiation was 

20 rapidly induced in cells cultured in the presence of TGF-beta 3 or -beta 2 and was 

accompanied by the early expression of fibromodulin and cartilage oligomeric matrix protein. 
An increase in aggrecan and versican core protein synthesis defined an intermediate stage, 
which also involved the small leucine-rich proteoglycans decorin and biglycan. This was 
followed by the appearance of type n collagen and chondroadherin. The pathway was also 

25 characterized by the appearance of type X collagen, usually associated with hypertrophic 
cartilage. There was also a change in the pattern of sulfation of chondroitin sulfate, with a 
progressive increase in the proportion of 6-sulfated species. The major proportion of newly 
synthesized glycosaminoglycan was part of an aggregating proteoglycan network. These data 
allow us to define the phenotype of the differentiated cell and to understand in greater detail 

30 the sequential process of matrix assembly. 

Lawrence DA. Mol Cell Biochem 2001 Mar;219(l-2):163-70 Latent-TGF-beta: an overview. 
The latency associated with the transforming growth factor-betas (TGF-betas) was discovered 
in 1984. Since the two publications on this subject in that year, there has been on average over 
sixty reports in which latency was the dominant theme for each of the past 10 years, proof 

35 enough of the interest in this field of growth factor research. As the mature 25 kD forms of the 
TGF-betas are required for them to exert their many, diverse biological effects, it was 
inevitable that an explanation of the structure and of the activation of the latent complexes be 
sought. This overview provides a description of these essential points. Now that it has been 
clearly shown that dysregulation of particular components of the TGF-beta signalling pathway 

40 is implicated in many human diseases, the activation of the latent TGF-beta complexes has 

taken on added importance. Technical improvements enable the distinction of active and latent 
TGF-beta proteins in vivo and have started to reveal anomalies in the control of activation in 
relation to various pathological situations. 

Fagenholz PJ, Warren SM, Greenwald JA, Bouletreau PJ, Spector JA,' Crisera FE, Longaker 
45 MT. J Craniofac Surg 2001 Mar; 12(2): 183-90 Osteoblast gene expression is differentially 
regulated by TGF-beta isoforms. 

The transforming growth factor beta (TGF-beta) superfamily encompasses a number of 
important growth factors including several TGF-beta isoforms, the bone morphogenetic 
proteins, activins, inhibins, and growth and differentiation factors. TGF-beta 1, -beta 2, and - 
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beta 3 are three closely related isoforms that are widely expressed during skeletal 
morphogenesis and bone repair. Numerous studies suggest that each isoform has unique in 
vivo fimctions; however, the effects of these TGF-beta isoforms on osteoblast gene expression 
and maturation have never been directly compared In the current study, we treated 
5 undifferentiated neonatal rat calvaria osteoblast-enriched cell cultures with 2.5 ng/ml of each 
TGF-beta isoform and analyzed gene expression at 0, 3, 6, and 24 hours. We demonstrated 
unique isoform-specific regulation of endogenous TGF-beta 1 and type I collagen mRNA 
transcription. To assess the effects of extended TGF-beta treatment on osteoblast maturation, 
we differentiated osteoblast cultures in the presence of 2.5 ng/ml of each TGF-beta isoform. 

10 Analysis of collagen I, alkaline phosphatase, and osteocalcin demonstrated that each TGF-beta 
isoform uniquely suppressed the transcription of these osteoblast differentiation markers. 
Interestingly, TGF-beta isoform treatment increased osteopontin expression in primary 
osteoblasts after 4 and 10 days of differentiation. To our knowledge, these data provide the 
first direct comparison of the effects of the TGF-beta isoforms on osteoblast gene expression 

15 in vitro. Furthermore, these data suggest that TGF-beta isoforms may exert their unique in 
vivo effects by differentially regulating osteoblast cytokine secretion, extracellular matrix 
production, and the rate of cellular maturation. 

E. NOV7 (GMAP000808_A_dal) 

Expression of gene GMAP000808_A_dal was assessed using the primer-probe set Ag2496, 
20 described in Table 17EA. Results of the RTQ-PCR runs are shown in Tables 17EB, and 17EC. 



Table 17EA . Probe Name Ag2496 



Primers 


Sequences 


Lengthjstart Position 


Forward 


S'-gcaacagcatggtgatctg^' (SEQ ID NO: 137) 


19 | 133 


Probe 


TET-S'-ctttcgaatgcacaggaaccccttct^^TAMRA (SEQ ID NO: 138) 


26 j 161 


Reverse 


5'-cgccaggttgaggatatagat-3' (SEQ ID NO: 139) 


21 J 189 



Table 17EB. Panel 1.3D 



Tissue Name 


Rel. Exp.(%) Ag2496, 
Run 165639540 


Tissue Name 


Rel. Exp.(%) Ag2496, 
Run 165639540 


Liver adenocarcinoma 


0.0 


Kidney (fetal) 


11.3 


Pancreas 


0.0 


Renal ca. 786-0 


0.0 


Pancreatic ca. CAP AN 
2 


0.0 


Renal ca. A498 


0.0 


Adrenal gland 


0.0 


Renal ca. RXF 393 


0.0 


Thyroid 


22.7 


Renal ca. ACHN 


0.0 


Salivary gland 


0.0 


Renal ca.UO-31 


0.0 


Pituitary gland 


10.5 


Renal ca. TK-10 


0.0 


Brain (fetal) 


20.3 


Liver 


0.0 


Brain (whole) 


17.9 


Liver (fetal) 


0.0 


Brain (amygdala) 


8.6 


Liver ca. 

(hepatoblast) HepG2 


0.0 


Brain (cerebellum) 


100.0 


Lung 


0.0 


Brain (hippocampus) 


22.4 


Lung (fetal) 


0.0 


Brain (substantia nigra) 


0.0 


Lung ca. (small cell) 
LX-1 


19.1 
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Brain (thalamus) 


0.0 


Lung ca. (small cell) 
NCI-H69 


0.0 


Cerebral Cortex 


0.0 


Lung ca. (s.cell var.) 
SHP-77 


10.2 


Spinal cord 


0.0 


Lung ca. (large 
cell)NCI-H460 


45.7 


glio/astroU87-MG 


0.0 


Lung ca. (non-sm. 
cell)A549 


13.3 


glio/astroU-118-MG 


0.0 


Lung ca. (non-s.cell) 
NCI-H23 


0.0 


astrocytoma SW1783 


0.0 


Lung ca. (non-s.cell) 
HOP-62 


0.0 


neuro*; met SK-N-AS 


11.3 


Lung ca. (non-s.cl) 
NCI-H522 


0.0 


astrocytoma SF-539 


10.7 


Lung ca. (squam.) 
SW900 


0.0 


abLiUuyionta oINJt3-/»> 


A A 

u.u 


Lung ca. (squam.) 
NCI-H596 


0.0 


glioma SNB-19 


o.b 


Mammary gland 


o.b 


glioma U251 


0.0 


Breast ca.* (pl.et) 
MCF-7 


0.0 


glioma SF-295 


0.0 


Breast ca.* (pl.et) 
MDA-MB-231 


0.0 


ilCdll ^rclai ) 


A A 
U.U 


Breast ca.* (pi. et) 
T47D 


0.0 


Heart 


10.1 


Breast ca. BT-549 


0.0 


Skeletal muscle (Fetal) 


0.0 


Breast ca. MDA-N 


0.0 


Skeletal muscle 


0.0 


Ovary 


0.0 


Bone marrow 


0.0 


Ovarian ca. OVCAR- 
3 


12.1 


Thymus 


13.3 • 


Ovarian ca. OVCAR- 
4 


0.0 


Spleen 


0.0 


Ovarian ca. OVCAR- 
5 


10.0 


Lymph node 


9.2 


Ovarian ca. OVCAR- 
8 


0.0 


Colorectal 


18.8 


Ovarian ca.IGROV- 
1 


0.0 


QiriTTiQpli 
OlUlXlaV/li 


A A 


Ovarian ca. (ascites) 
SK-OV-3 


A A 

0.0 


Small intestine 


20.3 


Uterus 


51.8 


Colon ca. SW480 


0.0 


Placenta 


0.0 


Colon ca.* SW620 
(SW480 met) 


11.0 


Prostate 


29 9 


Colon ca. HT29 


0.0 


Prostate ca.* (bone 


0.0 
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met)PC-3 




Colon ca.HCT-1 16 


0.0 


Testis 


48.3 


Colon ca. CaCo-2 


0.0 


Melanoma 
Hs688(A).T 


0.0 


CCWelltoModDiff 
(OD03866) 


n n 

VJ.V) 


Melanoma* (met) 
Hs688(B).T 


U.U 


Colon ca. HCC-2998 


0.0 


Melanoma UACC-62 


0.0 


Gastric ca. (liver met) 
NCI-N87 


9.9 


Melanoma M14 


0.0 


Bladder 


11.3 


Melanoma LOX 
IMVI 


0.0 


x luV/UwO 


0 0 


Melanoma* (met) 
SK-MEL-5 


00 


Kidney 


0.0 


Adipose 


13.3 



Table 17EC. Panel 4D 



Tissue Name 


Rel. Exp.(%) 
Ag2496, Ran 
158563772 


Tissue Name 


Rel. Exp.(%) 
Ag2496, Run 
158563772 


Secondary Thl act 


4.9 


HUVEC IL-lbeta 


0.0 


Secondary Th2 act 


7.1 


HUVEC IFN gamma 


2.8 


Secondary Trl act 


0.0 


HUVEC TNF alpha + IFN 
gamma 


0.0 


Secondary Thl rest 


4.6 


HUVEC TNF alpha + IL4 


0.0 


Secondary Th2 rest 


11.5 


HUVEC IL-11 


0.0 


Con/Ntino-rtr " 1 '-1*1 root 

oeconuary in rest 


ISO 


Lung Microvascular EC 
none 


U.U 


Primarv Thl act 


0.0 


Lung Microvascular EC 
TNFalpha + IL-lbeta 


0.0 


Primary Th2 act 


0.0 


Microvascular Dermal EC 
none 


0.0 


Primary Trl act 


0.0 


Microsvasular Dermal EC 
TNFalpha + IL-lbeta 


0.0 


Primary Thl rest 


100.0 


Bronchial epithelium 
TNFalpha + BLlbeta 


0.0 


Primary Th2 rest 


18.9 


Small airway epithelium 
none 


0.0 


Primary Trl rest 


0.0 


Small airway epithelium 
TNFalpha + IL-lbeta 


0.0 


CD45RACD4 
lymphocyte act 


3.0 


Coronery artery SMC rest 


0.0 


CD45RO CD4 
lymphocyte act 


7.7 


Coronery artery SMC 
TNFalpha + IL-lbeta 


0.0 


CD8 lymphocyte act 


0.0 


Astrocytes rest 


0.0 


Secondary CD8 
lymphocyte rest 


10.1 


Astrocytes TNFalpha + 
IL-lbeta 


5.8 
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Secondary CD8 
lymphocyte act 


0.0 


KU-812 (Basophil) rest 


0.0 


CD4 lymphocyte none 


28.3 


KU-812 (Basophil) 
PMA/ionomycin 


1.8 


2ryThl/Th2/Trl anti- 
CD95 CH11 


2.5 • 


CCD1106 (Keratinocytes) 
none 


0.0 


<T ATT rpllc r#»ct 


24.0 


CCD1 106 (Keratinocytes) 
TNFalpha + IL-lbeta 


0.0 


LAK cells JL-2 


3.1 


Liver cirrhosis 


19.1 


LAK cells IL-2+BL- 12 


7.6 


Lupus kidney 


0.0 


LAK cells IL-2+EFN 
gamma 


1 O 1 


NCI-H292 none 


2.7 


LAK cells IL-2+ IL-18 


12.8 


NCI-H292 JL-4 


2.5 


LAK cells 
PMA/ionomycin 


u.u 


NCI-H292 IL-9 


2.6 


NK Cells BL-2 rest 


0.0 


NCI-H292IL-13 


3.9 


Two Way MLR 3 day 


7.7 


NCI-H292 IFN gamma 


0.0 


Two Way MLR 5 day 


0.0 


HPAEC none 


0.0 


Twn Wav A/TT P 1 A^i 
1 WU W ay iYLLdv / day 


A A 
U.U 


HPAEC TNF alpha + IL-1 
beta 


0.0 


PBMC rest 


6.3 


Lung fibroblast none 


6.0 


PRMP PWM 


z.o 


Lung fibroblast TNF alpha 
+ IL-1 beta 


2.1 


PBMC PHA-L 


5.8 


Lung fibroblast EL-4 


0.0 


Ramos (B cell) none 


0.0 


Lung fibroblast IL-9 


0.0 


Ramos (B cell) 
ionomycin 


0.0 


Lung fibroblast IL-1 3 


0.0 


B lymphocytes PWM 


2.8 


Lung fibroblast IFN 
gamma 


0.0 


B lymphocytes CD40L 
andIL-4 


7.6 


Dermal fibroblast 
CCD1070 rest 


0.0 


EOL-1 dbcAMP 


0.0 


Dermal fibroblast 
CCD1070 TNF alpha 


9.7 


EOL-1 dbcAMP 
PMA/ionomycin 


2.5 


Dermal fibroblast 
CCD1070 EL-1 beta . j 


0.0 


jLvciiuixui/ V/Ciio none 


A A 
U.U 


Dermal fibroblast IFN 
gamma 


1.9 


Dendritic cells LPS 


0.0 


Dermal fibroblast IL-4 


0.0 


Dendritic cells anti- 
CD40 


U.U 


LBD Colitis 2 


0.0 


Monocytes rest 


4.6 


EBD Crohn's 


6.4 


Monocytes LPS 


0.0 


Colon 


13.2 


Macrophages rest 


0.0 


Lung 


18.6 


Macrophages LPS 


0.0 


Thymus 


9.2 


HUVEC none 


0.0 


Kidney 


24.0 
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HUVEC starved \ 0.0 \ [ 



CNS_neurodegeneration_vl.O Summary: Ag£496 Expression is low/undetected in all 
samples in this panel (CT>35). (Data not shown.) 

Panel 1.3D Summary: Ag2496 This gene appears to be specific to the cerebellum, and thus 
expression of this gene could be used to distinguish cerebellar tissue from other CNS tissue. 
5 Furthermore therapeutic modulation of the expression or function of this gene product may be 
of use in treating diseases which show a primary pathology in this region (spinocerebellar 
ataxia). 

Panel 4D Summary: This transcript is most highly expressed (CT=3 1 .5) in resting effector 
Thl T cells and not in the corresponding activated cells. Thus, this gene may be a useful 

10 marker for Thl cells. This gene is also expressed at a lower level in resting CD4 T cells and 
LAK cells. Therefore, small molecule antagonists that block the function of this encoded 
protein may be useful for treatment of Thl -mediated diseases such inflammatory bowel 
disease, rheumatoid arthritis, and other autoimmune diseases, such as delayed type 
hypersensitivity reactions. This transcript is also expressed at significant levels in kidney and 

1 5 thus could potentially serve as a marker for kidney tissue 



F. NOV8 (AL163195_da2) 

Expression of gene AL163 195_da2_ was assessed using the primer-probe set Ag2477, 
described in Table 18FA. Results of the RTQ-PCR runs are shown in Tables 18FB and 18FC. 

Table 18FA . Probe Name Ag2477 



Primers 


Sequences 


Length 


Start Position 


Forward 


5'-ctgcaaccacatgatcatacaa-3' (SEQ ID NO: 140) 


22 


158 


Probe 


TET-S'-atcagggaacctgaccacacttgtaa-B^TAMRA (SEQ ID NO: 141) 


26 


186 


Reverse 


S'-atggatgaagacatgctccttt-S' (SEQ ID NO: 142) 


22 


212 



20 Table 18FB . Panel 1.3D 



Tissue Name 


Rel.Exp.(%)Ag2477, 
Run 165639391 


Tissue Name 


ReLExp.(%)Ag2477, 
Run 165639391 


Liver adenocarcinoma 


0.0 


Kidney (fetal) 


6.0 


Pancreas 


0.0 


Renal ca. 786-0 


0.0 


Pancreatic ca. CAP AN 
2 


0.0 


Renal ca. A498 


0.0 


Adrenal gland 


0.0 


Renal ca. RXF 393 


0.0 


Thyroid 


0.0 


Renal ca. ACHN 


0.0 


Salivary gland 


0.0 


Renal ca.UO-31 


0.0 


Pituitary gland 


0.0 


Renal ca. TK-10 


0.0 


Brain (fetal) 


0.0 


Liver 


0.0 


Brain (whole) 


0.0 


Liver (fetal) 


0.0 


Brain (amygdala) 


0.0 


Liver ca. 

(hepatoblast) HepG2 


0.0 


Brain (cerebellum) 


0.0 


Lung 


0.0 


Brain (hippocampus) 


0.0 


Lung (fetal) 


0.0 


Brain (substantia nigra) j 0.0 


Lung ca. (small cell) 


0.0 
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LX-1 




Brain (thalamus) 


0.0 


Lung ca. (small cell) 
NCI-H69 


0.0 


Cerebral Cortex 


0.0 


Lung ca. (s.cell var.) 
SHP-77 


18.8 


Spinal cord 


0.0 


Lung ca. (large 
cell)NCI-H460 


0.0 


glio/astroU87-MG 


0.0 


Lung ca. (non-sm. 
cell) A549 


0.0 


glio/astroU-118-MG 


0.0 


Lung ca. (non-s.cell) 
NCI-H23 


0.0 


astrocytoma SW1783 


0.0 


Lung ca. (non-s.cell) 
HOP-62 


0.0 


neuro*; met SK-N-AS 


0.0 


Lung ca. (non-sxl) 
NCI-H522 


0.0 


astrocytoma SF-539 


0.0 


Lung ca. (squam.) 
SW900 


0.0 


astrocytoma oJNo- / o 


0.0 


Lung ca. (squam.) 
NCI-H596 




0.0 


glioma SNB-19 


0.0 


Mammary gland 


0 0 


glioma U251 


7.5 


Breast ca.* (plef) 
MCF-7 


0.0 


glioma SF-295 


13.7 


Breast ca.* (pl.ef) 
MDA-MB-231 


0.0 


xieart (retal) 


0.0 


3re^st ca.* (pi. ef) 
T47D 


0.0 


Heart 


0.0 


Breast ca. BT-549 


0.0 | 


Skeletal muscle (Fetal) 


0.0 


Breast ca. MDA-N 


0.0 | 


Skeletal muscle 


0.0 


Ovary 


0 0 


Bone marrow 


0.0 


Ovarian ca. OVCAR- 
3 


0.0 


Thymus 


0.0 


Ovarian ca. OVCAR- 
4 


0.0 


Spleen 


0.0 


Ovarian ca. OVCAR- 
5 


0.0 


Lymph node 


0.0 


Ovarian ca. OVCAR- 


0.0 


Colorectal 


0.0 


Ovarian ca. IGROV- 


0.0 


oiornacn 


A A 

0.0 


Ovarian ca. (ascites) 
SK-OV-3 


0.0 ; 


Small intestine 


0.0 


Uterus 


0.0 


Colon ca. SW480 


0.0 


Placenta 


0.0 


Colon ca.* SW620 
(SW480 met) 


0.0 


Prostate 


0.0 
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Colon ca. HT29 


0.0 


Prostate ca.* (bone 
met) PC-3 


0.0 


Colon ca.HCT-1 16 


0.0 


Testis 


100.0 


Colon ca. CaCo-2 


0*0 


Melanoma 
Hs688(A).T 


0.0 


CC WelltoModDiff 
(OD03866) 


0.0 


Melanoma* (met) 
Hs688(B).T 


0.0 


Colon ca.HCC-2998 


0.0 


Melanoma UACC-62 


6.6 


Gastric ca. (liver met) 
NCI-N87 


0.0 


Melanoma Ml4 


0.0 


Bladder 


0.0 


Melanoma LOX 
IMVI 


0.0 


Trachea 


9.1 


Melanoma* (met) 
SK-MEL-5 


0.0 


Kidney 


0.0 


Adipose 


0.0 



Table 18FC . Panel 4D 



Tissue Name 


ReL Exp.(%) 
Ag2477,Run 
164391869 


Tissue Name 


ReL Exp.(%) 
Ag2477, Run 
164391869 


Secondary Thl act 


0.0 


HUVEC IL-lbeta 


0.0 


Secondary Th2 act 


0.0 


HUVECIFN gamma 


0.0 


oeconaary in act 


U.U 


HUVEC TNF alpha + IFN 
gamma 


U.U 


Secondary Thl rest 


0.0 


HUVEC TNF alpha + IL4 


0.0 


Secondary Th2 rest 


0.0 


HUVEC DL-11 


0.0 | 


occuiiuoiy in lCoi 


n n 


Lung Microvascular EC 
none 


ft n 


Primary Thl act 


35.8 


Lung Microvascular EC 
TNFalpha + IL-lbeta 


0.0 


Primary Th2 act 


0.0 


Microvascular Dermal EC 
none 


0.0 


Primary Trl act 


0.0 


Microsvasular Dermal EC 
TNFalpha + IL-lbeta 


0.0 


Primary Thl rest 


0.0 


Bronchial epithehum 
TNFalpha + ILlbeta 


0.0 


Primary Th2 rest 


0.0 


Small airway epithehum 
none 


0.0 


Primary Trl rest 


0.0 


Small airway epithelium 
TNFalpha + IL-lbeta 


0.0 


CD45RA CD4 
lymphocyte act 


0.0 


Coronery artery SMC rest 


0.0 


CD45RO CD4 
lymphocyte act 


0.0 


Coronery artery SMC 
TNFalpha + IL-lbeta 


0.0 


CD8 lymphocyte act 


0.0 


Astrocytes rest 


0.0 


Secondary CD8 


0.0 


Astrocytes TNFalpha + 


0.0 



270 



WO 02/064791 



PCT/US01/48369 



lymphocyte rest 




IL-lbeta 




Secondary CD8 
lymphocyte act 


0.0 


KU-812 (Basophil) rest 


0.0 


CD4 lymphocyte none 


0.0 


KU-812 (Basophil) 
PMA/ionomycin 


0.0 


2ry Thl/Th2/Trl anti- 
CD95 CH11 


0.0 


CCD1106 (Keratinocytes) 
none 


0.0 


T AIT r»f»11c met 


u.o 


CCD1 106 (Keratinocytes) 
TNFalpha + IL-lbeta 


0.0 


LAK cells JL-2 


17.0 


Liver cirrhosis 


100.0 


LAK cells IL-2+IL-12 


0.0 


Lupus kidney 


0.0 


LAK cells IL-2+IFN 
gamma 


A A 

0.0 


NCI-H292 none 


0.0 


LAKceIIsIL-2+IL-18 


0.0 


NCI-H292 IL-4 


0.0 


LAK cells 
PMA/ionomycin 


A A 

0.0 


NCI-H292 EL-9 


0.0 


NK Cells IL-2 rest 


6.6 


NCI-H292IL-13 


0.0 


Two Way MLR 3 day 


0.0 


NCI-H292 IFN gamma 


o.o 


Two Way MLR 5 day , 


0.0 


HPAEC none 


0.0 


i wo w ay lvii^iv / aay 


A A 
0.0 


HP AEC TNF alpha + IL- 1 
beta 


0.0 


PBMC rest 


0.0 


Lung fibroblast none 


0.0 




A A 

0.0 


Lung fibroblast TNF alpha 
+ EL-lbeta 


0.0 


PBMC PHA-L 


0.0 


Lung fibroblast IL-4 


0.0 


Ramos (B cell) none 


0.0 


Lung fibroblast IL-9 


0.0 


Ramos (B cell) 
ionomycin 


0.0 


Lung fibroblast IL-13 


0.0 


B lymphocytes PWM 


0.0 


Lung fibroblast IFN 
gamma 


0.0 


B lymphocytes CD40L 
and IL-4 


0.0 


Dermal fibroblast 
CCD1070 rest 


0.0 


EOL-1 dbcAMP 


0.0 


Dermal fibroblast 
CCD1070 TNF alpha 


0.0 


EOL-1 dbcAMP 
PMA/ionomycin 


0.0 


Dermal fibroblast 
CCD1070 IL-l beta 


0.0 


jL/cnciriu.o uciis none 


A A 1 

u.o 


Dermal fibroblast IFN 1 
gamma \ 


10.3 


Dendritic cells LPS 


0.0 


Dermal fibroblast IL-4 


0.0 1 


Dendritic cells anti- 
CD40 


u.u 


1BD Colitis 2 


22.8 


Monocytes rest 


0.0 


IBD Crohn's 


0.0 


Monocytes LPS 


0.0 


Colon 


0.0 


Macrophages rest 


0.0 


Lung 


0.0 


Macrophages LPS 


0.0 | 


Thymus 


8.0 
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HUVEC none 


0.0 iKidney 


0.0 


HUVEC starved 


0.0 j 





Panel 1 *3D Summary: Ag2477 Significant egression of this gene is restricted to the testis 
(CT=33.1). Thus, expression of this gene could be used to differentiate testis tissue from other 
tissues. Furthermore, the highly specific expression of this gene suggests that its protein 
product may be involved in the normal function of the testis. Thus, therapeutic modulation of 
5 the expression or function of this gene may be useful in the treatment of infertility and other 
disorders that involve the testis. 

Panel 4D Summary: Ag 2477 This transcript is expressed almost exclusively in liver 
cirrhosis (CT=33.5) but not in normal liver. This suggests that the protein encoded by this 
transcript may be involved or associated with the pathology of the liver and may serve as a 
10 diagnostic marker for liver cirrhosis or other inflammatory liver diseases. 

G. CG58610-01/SC87421058_A: AMINOTRANSFERASE 



Expression of gene CG586 10-01 was assessed using the primer-probe set Ag2267, described 
in Table 19GA. 

Table 19GA . Probe Name Ag2267 



Primers 


Sequences JjLength 


Start Position 


Forward 


5'-caatmggttctggagaaaga-3' (SEQ ID NO: 143) | 22 


1218 


Probe 


TET-S'-tctcagtgccgatggacctcatagaa-S'-TAMRA (SEQ ID NO: 144)| 26 


1252 


Reverse 


S'-cagtgaagcacataggtggttt-S' (SEQ ID NO: 145) ' 22 


1292 



15 CNS_neurodegeneration_vl.O Summary: Ag2267 Expression is low/undetectable in all 
samples in this panel (CTs>35). (Data not shown.) 

Panel 1.3D Summary: Ag2267 Expression is low/undetectable in all samples in mis panel 
(CTs>35). (Data not shown.) 

Panel 2D Summary: Ag2267 Expression is low/undetectable in all samples in this panel 
20 (CTs>35). (Data not shown.) 

Panel 4D Summary: Ag2267 Expression is low/undetectable in all samples in this panel 
(CTs>35). (Data not shown.) 

H. NOVlOa (CG50235-01) 

Expression of gene CG50235-01 was assessed using the primer-probe set Ag4737, described 
25 in Table20HA Results of the RTQ-PCR runs are shown in Tables 20HB, 20HC, and 20HD. 



Table 20HA . Probe Name Ag4737 



Primers 


Sequences 


Length 


Start Position 


Forward 


S'-ctgggagagacatacgactttg-S 1 (SEQ ID NO: 146) 


22 


1229 i 


Probe 


TET-S^ccggaacaccttctcaagaggagt-S'-TAMRA (SEQ ID NO: 147) 


25 


1269 


Reverse 


5'-gggaaggatggtgtctaagaaa-3' (SEQ ID NO: 148) 


22 


1294 



Table 20HB . CNS_neurodegeneration_vl.O 



Tissue Name 


Rel.Exp.(%)Ag4737, 
Run 224721331 


Tissue Name 


ReL Exp.(%) Ag4737, 
Run 224721331 


AD 1 Hippo 


23.3 


Control (Path) 3 


4.5 
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Temporal Ctx 






36.6 


Control (Path) 4 
Temporal Ctx 


11.0 


AD 3 Hippo 


31.4 


AD 1 Occipital Ctx 


21.9 


AD 4 Hippo 


9.3 


AD 2 Occipital Ctx 
(Missing) 


0.0 


AD 5 Hippo 


38.4 


AD 3 Occipital Ctx 


25.7 


AD 6 Hippo 


15.2 


AD 4 Occipital Ctx 


38.7 


Control 2 Hippo 


39.8 


AD 5 Occipital Ctx 


63.3 


Control 4 Hippo 


30.1 


AD 5 Occipital Ctx 


23.0 


Control (Paul) 3 
Hippo 


20.3 


Control 1 Occipital 
Ctx 


4.7 


AD 1 Temporal Ctx 


38.7 


Control 2 Occipital 
Ctx 


41.5 


AD 2 Temporal Ctx 


74.2 


Control 3 Occipital 
Ctx 


20.4 


AD 3 Temporal Ctx 


8.1 


Control 4 Occipital 
Ctx 


18.2 


AD 4 Temporal Ctx 


32.8 


Control (Path) 1 
Occipital Ctx 


84.1 


AD 5 Inf Temporal 
Ctx 


100.0 


Control (Path) 2 
Occipital Ctx 


13.3 


AD 5 Sup Temporal 
Ctx 


48.6 


Control (Path) 3 
Occipital Ctx 


4.6 


AD 6 Inf Temporal 
Ctx 


13.1 




Control (Path) 4 
Occipital Ctx 


5.0 


AD 6 Sup Temporal 
Ctx 


22.7 


Control 1 Parietal 
Ctx 


14.1 


Control 1 Temporal 
Ctx 


5.1 | 


Control 2 Parietal 
Ctx 


38.7 


Control 2 Temporal 
Ctx 


62.0 


Control 3 Parietal 
Ctx 


36.9 


Control 3 Temporal 
Ctx 


39.8 


Control (Path) 1 
Parietal Ctx 


38.7 


Control 3 Temporal 
Ctx 


31.4 


Control (Path) 2 
Parietal Ctx 


55.5 


Control (Path) 1 
Temporal Ctx 


43.8 


Control (Path) 3 
Parietal Ctx 


0.0 


Control (Path) 2 
Temporal Ctx 


14.1 


Control (Path) 4 
Parietal Ctx 


5.1 


Table 20HC. General screemiTifyjiflnfil v1 A 


Tissue Name 


Rel. Exp.(%) Ag4737, 
Run 222904895 


Tissue Name 


Rel. Exp.(%) Ag4737, 
Run 222904895 


Adipose 


0.0 


Renal ca. TK-10 


1.1 


Melanoma* 


4.3 


Bladder 


6.8 
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Hs688(A).T 








Melanoma* 
Hs688(B).T 


1.3 


Gastric ca. (liver met.) 
NCI-N87 


5.2 


Melanoma* M14 


0.0 


Gastric ca. KATO HI 


2.0 


Melanoma* 
LOXIMVI 


0.0 


Colon ca.SW-948 


0.0 


Melanoma* SK- 
MEL-5 


1.0 


Colon ca. SW480 


9.9 


Squamous cell 
carcinoma SCC-4 


7.3 


Colon ca.*(SW480 
met) SW620 


0.3 


Testis Pool 


0.9 


Colon ca. HT29 


0.0 


Prostate ca.* (bone 
met) PC-3 


0.5 


Colon ca. HCT-116 


8.6 


Prostate Pool 


5.6 


Colon ca. CaCo-2 


0.5 


Placenta 


2.0 


Colon cancer tissue 


0.5 


Uterus Pool 


0.8 


Colon ca. SW1116 


16.2 


Ovarian ca. 
OVCAR-3 


9.1 


Colon ca. Colo-205 


1.1 


Ovarian ca. SK-OV- 
3 


67.8 


Colon ca. SW-48 


0.0 


Ovarian ca. 
OVCAR-4 


88.3 


Colon Pool 


0.0 


Ovarian ca. 
OVCAR-5 


0.0 


Small Intestine Pool 


6.9 


Ovarian ca. IGROV- 
1 


6.6 


Stomach Pool 


1.2 


Ovarian ca. 
OVCAR-8 


8.7 


Bone Marrow Pool 


0.0 


Ovary 


3.3 


Fetal Heart 


26.1 


Breast ca. MCF-7 


0.8 


Heart Pool 


21.9 


Breast ca. MDA- 
MB-231 


1.1 


Lymph Node Pool 


1.6 


Breast ca. BT 549 


0.0 


Fetal Skeletal Muscle 


2.7 


Breast ca. T47D 


3.1 


Skeletal Muscle Pool 


17.3 


Breast ca. MD A-N 


0.0 


Spleen Pool 


2.4 


Breast Pool 


0.3 


Thymus Pool 


1.4 


Trachea 


5.5 


CNS cancer (glio/astro) 
U87-MG 


0.0 


Lung 


0.9 


CNS cancer (glio/astro) 
U-118-MG 


0.0 


Fetal Lung 


0.5 


CNS cancer 
(neuro;met) SK-N-AS 


2.9 


j_,ung ca. INU1-JN41 / 


U.U 


CNS cancer (astro) SF- 
539 




Lungca. LX-1 


0.5 


CNS cancer (astro) 


1.4 
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SNB-75 




Lungca.NCI-H146 


0.9 


CNS cancer (glio) 
SNB-19 


5.3 


jLrung ca. o jUt- / / 


A A A 

44.4 


CNS cancer (glio) SF- 
295 


0.0 


Lung ca. A549 


0.9 


Brain (Amygdala) Pool 


7.8 


Lungca.NCI-H526 


54.7 


Brain (cerebellum) 


3.6 


Lungca. NCI-H23 


8.8 


Brain (fetal) 


1 i 




0.3 


Brain (Hippocampus) 
Pool 


7.2 


Lung ca.HOP-62 


0.0 


Cerebral Cortex Pool 






O A 

8.0 


Brain (Substantia nigra) 
Pool 


19.2 


Liver 


0.5 


Brain (Thalamus) Pool 


18.0 


Fetal Liver 


2.0 


Brain (whole) 


6.3 


Liver ca. HepG2 


1.0 


Spinal Cord Pool 


42.0 


Kidney Pool 


1.4 I 


Adrenal Gland 


0.0 


Fetal Kidney 


_.. 1-2 1 


Pituitary gland Pool 


7.8 


Renal ca. 786-0 


100.0 | 


Salivary Gland 


7.4 


Renal ca. A498 


17.0 | 


Thyroid (female) 


1.8 


Renal ca. ACHN 


45.1 


Pancreatic ca. CAPAN2 


0.0 


Renal ca.UO-31 


82.9 j; 


Pancreas Pool 


2.8 


Table20HD.P^14in 



Tissue Name 


Ret Exp.(%) 
Ag4737, Run 
204154022 


Tissue Name 


Rel. Exp.(%) 
Ag4737, Run 
204154022 


Secondary Thl act 


0.0 


HUVEC IL-lbeta 


0.0 


Secondary Th2 act 


0.0 


HUVECIFN gamma 


3.3 


Secondary Trl act 


0.0 


HUVEC TNF alpha + EFN 
gamma 


0.0 


Secondary Thl rest 


0.0 


HUVEC TNF alpha + IL4 


0~ 


Secondary Tb2 rest 


0.0 


HUVEC IL-11 


0.0 


Secondary Trl rest 


0.0 


Lung Microvascular EC 
none 


0.0 


Primary Thl act 


0.0 


Lung Microvascular EC 
TNFalpha + IL-lbeta 


0.0 


Primary Th2 act 


2.5 


Microvascular Dermal EC 
none 


0.0 


Primary Trl act 


0.0 


Microsvasular Dermal EC 
TNFalpha + IL-lbeta 


0.0 


Primary Thl rest 


0.0 


Bronchial epithelium 
TNFalpha + ILlbeta 


39.8 


Primary Th2 rest 


0.0 


Small airway epithelium 
none 


43.2 
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Primary Trl rest 


0.0 


Small airway epithelium 
TNFalpha + IL-lbeta 


123 


CD45RACD4 
lymphocyte act 


0.0 


Coronery artery SMC rest 


0.0 


CD45RO CD4 
lymphocyte act 




Coronery artery SMC 
TNFalpha + IL-lbeta 


0.0 


CD8 lymphocyte act 


0.0 


Astrocytes rest 


73.7 


Secondary CD8 
lymphocyte rest 


0.0 


Astrocytes TNFalpha + 
IL-lbeta 


100.0 


Secondary CD8 
lymphocyte act 


0.0 


KU-812 (Basophil) rest 


0.0 


CD4 lymphocyte none 


0.0 


KU-812 (Basophil) 
PMA/ionomycin 


2.7 


2iy Thl/Th2/Trl anti- 
CD95 CH11 


0.0 


CCD1 106 (Keratinocytes) 
none 


29.5 


T A nolle 

Lti\j\* cens re si 


A A 
U.U 


CCD1106 (Keratinocytes) 
TNFalpha + IL-lbeta 


5.6 


LAK cells JL-2 


0.0 


Liver cirrhosis 


0.0 


LAK cells IL-2+EL-12 


0.0 


NCI-H292 none 


12.5 


LAK cells IL-2+BFN 
gamma 


A A 
U.U 


JNCl-rI292 IL-4 


0.0 


LAKcellsEL-2+IL-18 


0.0 


NCI-H292IL-9 


11.3 


LAK cells 
PMA/ionomycin 


U.U 


JSIC1-H292 JUL- 13 


0.0 


NK Cells EL-2 rest 


0.0 


NCI-H292 IFN gamma 


0.0 


Two Way MLR 3 day 


0.0 


HPAECnone 


0.0 


l wo w ay lVjjLiv o aay 


A A 


HP AEC TNF alpha + IL- 1 
beta 


2.9 


Two Way MLR 7 day 


0.0 


Lung fibroblast none 


0.0 


r JDivi^/ rest 


A A 

U.U 


Lung fibroblast TNF alpha 
+ IL-lbeta 


0.0 


PBMCPWM 


3.6 


Lung fibroblast IL-4 


0.0 


PBMC PHA-L 


0.0 


Lung fibroblast IL-9 


4.9 


Ramos (B cell) none 


3.0 


Lung fibroblast EL- 13 


0.0 


Ramos (B cell) 
ionomycin 


2.4 


Lung fibroblast IFN 
gamma 


3.4 


B lymphocytes PWM 


0.0 


Dermal fibroblast 
CCD1070rest 


0.0 


B lymphocytes CD40L 
and IL-4 


3.1 


Dermal fibroblast 
CCD1070 TNF alpha 


0.0 


EOL-1 dbcAMP 


0.0 


Dermal fibroblast 
CCD1070IL-1 beta 


0.0 


EOL-1 dbcAMP 
PMA/ionomycin 


0.0 


Dermal fibroblast IFN 
gamma 


n n 

v.U 


Dendritic cells none 


2.7 


Dermal fibroblast IL-4 


0.0 
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Dendritic cells LPS 


0.0 


Dermal Fibroblasts rest 


0.0 


Dendritic cells anti- 
CD40 


0.0 


Neutrophils TNFa+LPS 


0.0 


Monocytes rest 


0.0 


Neutrophils rest 


0.0 ~~ 


Monocytes LPS 


0.0 


Colon 


4.1 1 


Macrophages rest 


0.0 


Lung 


0.0 


Macrophages LPS 


0.0 


Thymus 


2.5 


HUVEC none 


0.0 


Kidney 


2.7 


fflJVEC starved 


0.0 







CTf S_neurodegenerationvl.O Summary: Ag4737 Panel CNS^Neurodegeneration does not 
show any difference in the expression of this gene between the postmortem brains of controls 
or Alzheimer's disease patients. This panel does, however, confirm the expression of this gene 
at low levels in the brains of an independent group of patients. See 
Generaljscreening_janel_vl .4 for discussion of utility in the central nervous system. 

General_screening_paneLvl.4 Summary: Ag4737 The expression of this gene appears to 
be highest in a sample derived from a renal cancer cell line (CT=29.9). Overall, there appears 
to be specific expression restricted to cell lines derived from renal cancer, ovarian cancer and 
lung cancer. Thus, the expression of this gene could be used to distinguish these cell lines 
from other samples in the panel. Moreover, therapeutic modulation of this gene, through the 
used of small molecule drugs, antibodies or protein therapeutics could be of benefit in the 
treatment of renal, ovarian or lung cancer. 

This gene is also moderately expressed in several metabolic tissues including adult and fetal 
heart, pituitary, and skeletal muscle. Thus, this gene product may be important for the 
pathogenesis, diagnosis and/or treatment of metabolic diseases, including obesity. In addition, 
this gene appears to be differentially expressed in fetal (CT value = 35) versus adult skeletal 
muscle (CT value = 33), and may be useful for the differentiation of the adult vs fetal source 
of this tissue. 

This gene is expressed at low levels in the CNS, except in the spinal cord where expression 
levels are moderate. Thus, this gene may be of use in treating conditions where the spinal cord 
is damaged such as spinal cord trauma or spinocerebellar ataxia. 

Panel 4.1D Summary: Ag 4737 This transcript is most highly expressed in TNF-a and IL-1 b 
treated astrocytes (CT=31.9) and is expressed at a lower level in resting astrocytes (CT 32.3). 
This gene is also expressed at a low level in small airway epithelium and keratinocytes, with 
expression down regulated in both cell types upon treatment with the inflammatory cytokines 
TNF-a and IL-lb. This transcript encodes a tolloid like 2 protein, a BMP- 1 -related proteinase, 
which has been shown to play a role in extracellular matrix biosynthesis. Therefore, this gene' 
product may be useful as a protein therapeutic to reduce or eliminate the symptoms of 
inflammatory reactions that occur in multiple sclerosis, chronic obstructive pulmonary disease, 
asthma, emphysema, and inflammatory skin diseased. 

Reference: 

Uzel MI, Scott IC, Babakhanlou-Chase H, Palamakumbura AH, Pappano WN, Hong HH, 
Greenspan DS, Trackman PC. J Biol Chem 2001 Jim 22;276(25):22537-43 Multiple bone 
morphogenetic protein 1 -related mammalian metalloproteinases process pro-lysyl oxidase at 
the correct physiological site and control lysyl oxidase activation in mouse embryo fibroblast 
cultures. 

Lysyl oxidase catalyzes the final enzymatic step required for collagen and elastin cross-linking 
in extracellular matrix biosynthesis. Pro-lysyl oxidase is processed by procollagen C- 
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proteinase activity, which also removes the C-propeptides of procollagens I-E0L The Bmpl 
gene encodes two procollagen C-proteinases: bone morphogenetic protein 1 (BMP-1) and 
mammalian Tolloid (mTLD). MammaUan Tolloid-like (mTLL)-l and -2 are two genetically 
distinct BMP-l-related proteinases, and mTLL-1 has been shown to have procollagen C- 
5 proteinase activity. The present study is the first to directly compare pro-lysyl oxidase 
processing by these four related proteinases. In vitro assays with purified recombinant 
enzymes show that all four proteinases productively cleave pro-lysyl oxidase at the correct 
physiological site but that BMP-1 is 3-, 15-, and 20-fold more efficient than mTLL-1, mTLL- 
2, and mTLD, respectively. To more directly assess the roles of BMP-1 and mTLL-1 in lysyl 

10 oxidase activation by connective tissue cells, fibroblasts cultured from Bmpl-nuil, TOl-null, 
and Bmpl/Tlll double null mouse embryos, thus lacking BMP-1 /mTLD, mTLL-1, or all three 
enzymes, respectively, were assayed for lysyl oxidase enzyme activity and for accumulation of 
pro-lysyl oxidase and mature approximately 30-kDa lysyl oxidase. Wild type cells or cells 
singly null for Bmpl or Till all produced both pro-lysyl oxidase and processed lysyl oxidase 

15 at similar levels, indicating apparently normal levels of processing, consistent with enzyme 
activity data. In contrast, double null Bmpl/Tlll cells produced predominantly unprocessed 
50-kDa pro-lysyl oxidase and had lysyl oxidase enzyme activity diminished by 70% compared 
with wild type, Bmpl-null, and Till -null cells. Thus, the combination of BMP-1 /mTLD and 
mTLL-1 is shown to be responsible for the majority of processing leading to activation of 

20 lysyl oxidase by murine embryonic fibroblasts, whereas in vitro studies identify pro-lysyl 
oxidase as the first known substrate for mTLL-2. 

Panel CNSJL.l Summary: Ag4737 Expression is low/undetected in all the samples on this 
panel (CTs>35). (Data not shown.) 

L NOVlOb (CG50235-03) 

25 Expression of gene CG50235-03 was assessed using the primer-probe set Ag51 12, described 
in Table 21IA. Results of the RTQ-PCR runs are shown in Table 21IB. 



Table 21IA . Probe Name Ag51 12 



Primers 


Sequences 


Length 


Start Position 


Forward 


5 , -tgtgcttttgttagccaga-3' (SEQ ID NO: 149) 


19 


1127 


Probe 


TET-S'-catcaatctgcttgctacacttctcacca-S'-TAMRA (SEQ ID NO: 150) 


29 


1149 


Reverse 


5 , -ccaaagccctcggaac-3 t (SEQ ID NO: 151) 


16 


1182 



Table 21IB . Panel 4.1D 



Tissue Name 


Rel. Exp.(%) 
Ag5112, Run 
225787031 


Tissue Name 


Rel. Exp.(%) 
Ag5112, Run 
225787031 


Secondary Thl act 


0.0 


HUVEC IL-lbeta 


0.0 


Secondary Th2 act 


0.0 


HUVEC IFN gamma 


0.0 


Secondary Trl act 


0.0 


HUVEC TNF alpha + IFN 
gamma 


0.0 


Secondary Thl rest 


0.0 


HUVEC TNF alpha + IL4 


0.0 


Secondary Th2 rest 


0.0 


HUVEC IL-11 


0.6 


Secondary Trl rest 


0.0 


Lung Microvascular EC 
none 


0.0 


Primary Thl act 


0.0 


Lung Microvascular EC 
TNFalpha + EL-lbeta 


0.8 
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Primary Th2 act 


0.0 


Microvascular Dermal EC 
none 


0.0 


Primary Trl act 


0.0 


Microsvasular Dermal EC 
TNFalpha + IL-lbeta 


0.0 


Primary Thl rest 


0.0 


Bronchial epithelium 
TNFalpha + ILlbeta 


1.2 


Primary Th2 rest 


0.0 


Small airway epithelium 
none 


0.0 


Primary Trl rest 


0.0 


Small airway epithelium 
TOFalpha + EL-lbeta 


0.3 


CD45RACD4 
lymphocyte act 


0.0 


Coronery artery SMC rest 


0.0 


CD45ROCD4 
lymphocyte act 


0.0 


Coronery artery SMC 
TNFalpha + IL-lbeta 


0.0 


CD8 lymphocyte act 


0.0 


Astrocytes rest 


1.4 


Secondary CD8 
lymphocyte rest 


0.0 


Astrocytes TNFalpha + 
EL-lbeta 


0.4 


Secondary CD8 
lymphocyte act 


0.0 


KU-812 (Basophil) rest 


0.0 


CD4 lymphocyte none 


0.0 


KU-812 (Basophil) 
PMA/ionomycin 


0.0 


2ry Thl/Th2/Trl anti- 
CD95 CH11 


0.0 


CCD1 106 (Keratinocytes) 
none 


0.8 


ju/vjv ceiis rest 


A A 

0.4 


CCD1106 (Keratinocytes) 
TNFalpha + IL-lbeta 


0.3 


LAK cells IL-2 


0.0 


Liver cirrhosis 


0.0 


LAK cells IL-2+EL-12 


0.0 


NCI-H292 none 


0.0 


LAK cells IL-2+IFN 
gamma 


0.0 


NCI-H292 EL-4 


0.0 


LAKcellsIL-2+IL-18 


0.0 


NCI-H292IL-9 


0.0 


LAK cells 
PMA/ionomycin 


0.0 


NCI-H292IL-13 


0.0 


NK Cells IL-2 rest 


0.0 


NCI-H292 EFN gamma 


0.0 


Two Way MLR 3 day 


0.0 


HPAEC none 


0.3 ! 


TWrw Wot/ \/TT T> C Jo,, 

iwo way ivllk j day 


0.0 


HPAEC TNF alpha + IL-1 
beta 


0.0 


Two Way MLR 7 day 


0.0 


Lung fibroblast none 


0.0 


Jrrsivi^ rest 


A A 

0.0 


Lung fibroblast TNF alpha 
+ IL-1 beta 


0.0 


PBMC PWM 


0.0 j 


Lung fibroblast IL-4 


0.0 


PBMCPHA-L 


0.0 


Lung fibroblast EL-9 


0.0 


Ramos (B cell) none 


o.o 


Lung fibroblast DL-13 


0.0 


Ramos (B cell) 

• « 

lonomycm 


0.0 


Lung fibroblast IFN 
gamma 


n o 
u.u 


B lymphocytes PWM 


0.0 


Dermal fibroblast 


0.0 
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CCD1070 rest 




B lymphocytes CD40L 
andTL-4 


0.0 


Dermal fibroblast 
CCD1070 TNF alpha 


0.0 


EOL-1 dbcAMP 


0.0 


Dermal fibroblast 
CCD 1070 IL-1 beta 


0.0 


FOT-1 dbcAMP 


0.0 


Dermal fibroblast IFN 


0.0 


PMA/ionomycin 


gamma 


Dendritic cells none 


0.0 


Dermal fibroblast IL-4 


0.0 


Dendritic cells LPS 


0.0 


Dermal Fibroblasts rest 


0.0 


Dendritic cells anti- 
CD40 


0.0 


Neutrophils TNFa+LPS 


0.0 


Monocytes rest 


0.0 


Neutrophils rest 


0.6 


Monocytes LPS 


0.6 


Colon 


0.7 


Macrophages rest 


0.0 


Lung 


1.9 


Macrophages LPS 


0.0 


Thymus 


16.8 


HUVEC none 


0.0 


Kidney 


100.0 


HUVEC starved 


0.0 







CNS_neurodegeneration_vl.O Summary: Ag51 12 Expression is low/undetectable in all the 
samples in this panel (CTs>35). (Data not shown.) 

General screening panel _vl.5 Summary: Ag51 12 Expression is low/undetectable in all 
the samples in this panel (CTs>35). (Data not shown.) 



5 Panel 4.1D Summary: Ag 5 1 12: This transcript is expressed almost exclusively in kidney 
(CT 31.5) and the thymus (CT 34). The transcript encoded by this transcript could be used for 
detection of kidney and kidney tissues. The putative protein encoded by this transcript may 
also play an important role in the normal homeostasis of these tissues. Therapeutics designed 
with the protein encoded for by this transcript could be important for maintaining or restoring 
1 0 normal function to these organs during inflammation 

J. NOV11 (CG55748-01) 



Expression of gene CG55748-01 was assessed using the primer-probe set Ag2230, described 
in Table 22 JA. 

Table 22 JA . Probe Name Ag2230 



Primers 


Sequences 


Length 


Start Position 


Forward 


S'-tgtcgggatgtcatacactaca-S^SEQIDNO: 152) 


22 


280 


Probe 


TET-S'-tgtcaaaacagaccacccaagatttt-S'-TAMRA (SEQ ID NO: 153) 


26 


303 


Reverse 


S'-atcaagtccagcatacaattgg-S 1 (SEQ ID NO: 154) 


22 


333 



15 CNS_neurodegeneration_vl.O Summary: Ag2230 Expression is low/undetectable in all 
samples in this panel (CTs>35). (Data not shown.) 

Panel 1.3D Summary: Ag2230 Expression is low/undetectable in all samples in this panel 
(CTs>35). (Data not shown.) 

Panel 2D Summary: Ag2230 Expression is low/undetectable in all samples in this panel 
20 (CTs>35). (Data not shown.) 
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Panel 4D Summary: Ag2230 Expression is low/undetectable in all samples in this panel 
(CTs>35). (Data not shown.) 

Example 3. SNP analysis of NOVX clones 

SeqCallingTM Technology: cDNA was derived from various human samples 
representing multiple tissue types, normal and diseased states, physiological states, and 
developmental states from different donors. Samples were obtained as whole tissue, cell lines, 
primary cells or tissue cultured primary cells and cell lines. Cells and cell lines may have been 
treated with biological or chemical agents that regulate gene expression for example, growth 
factors, chemokines, steroids. The cDNA thus derived was then sequenced using CuraGen's 
proprietary SeqCalling technology. Sequence traces were evaluated manually and edited for 
corrections if appropriate. cDNA sequences from all samples were assembled with themselves 
and with public ESTs using bioinformatics programs to generate CuraGen's human SeqCalling 
database of SeqCalling assemblies. Each assembly contains one or more overlapping cDNA 
sequences derived from one or more human samples. Fragments and ESTs were included as 
components for an assembly when the extent of identity with another component of the 
assembly was at least 95% over 50 bp. Each assembly can represent a gene and/or its variants 
such as splice forms and/or single nucleotide polymorphisms (SNPs) and their combinations. 

Variant sequences are included in this application. A variant sequence can include a 
single nucleotide polymorphism (SNP). A SNP can, in some instances, be referred to as a 
"cSNP" to denote that the nucleotide sequence containing the SNP originates as a cDNA. A 
SNP can arise in several ways. For example, a SNP may be due to a substitution of one 
nucleotide for another at the polymorphic site. Such a substitution can be either a transition or 
a transversion. A SNP can also arise from a deletion of a nucleotide or an insertion of a 
nucleotide, relative to a reference allele. In this case, the polymorphic site is a site at which 
one allele bears a gap with respect to a particular nucleotide in another allele. SNPs occurring 
within genes may result in an alteration of the amino acid encoded by the gene at the position 
of the SNP. Intragenic SNPs may also be silent, however, in the case that a codon including a 
SNP encodes the same amino acid as a result of the redundancy of the genetic code, SNPs 
occurring outside the region of a gene, or in an intron within a gene, do not result in changes in 
any amino acid sequence of a protein but may result in altered regulation of the expression 
pattern for example, alteration in temporal expression, physiological response regulation, cell 
type expression regulation, intensity of expression, stability of transcribed message. 

Method of novel SNP Identification: SNPs are identified by analyzing sequence 
assemblies using CuraGen's proprietary SNPTool algorithm. SNPTool identifies variation in 
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assemblies with the following criteria: SNPs are not analyzed within 10 base pairs on both 
ends of an alignment; Window size (number of bases in a view) is 10; The allowed number of 
mismatches in a window is 2; Minimum SNP base quality (PHRED score) is 23; Minimum 
number of changes to score an SNP is 2/assembly position. SNPTool analyzes the assembly 
5 and displays SNP positions, associated individual variant sequences in the assembly, the depth 
of the assembly at that given position, the putative assembly allele frequency, and the SNP 
sequence variation. Sequence traces are then selected and brought into view for manual 
validation. The consensus assembly sequence is imported into CuraTools along with variant 
sequence changes to identify potential amino acid changes resulting from the SNP sequence 

10 variation. Comprehensive SNP data analysis is then exported into the SNPCalling database. 

Method of novel SNP Confirmation: SNPs are confirmed employing a validated 
method know as Pyrosequencing (Pyrosequencing, Westborough, MA). Detailed protocols for 
Pyrosequencing can be found in: Aiderborn et al. Determination of Single Nucleotide 
Polymorphisms by Real-time Pyrophosphate DNA Sequencing. (2000). Genome Research. 10, 

1 5 Issue 8, August. 1249-1265. In brief, Pyrosequencing is a real time primer extension process 
of genotyping. This protocol takes double-stranded, biotinylated PCR products from genomic 
DNA samples and binds them to streptavidin beads. These beads are then denatured producing 
single stranded bound DNA. SNPs are characterized utilizing a technique based on an indirect 
bioluminometric assay of pyrophosphate (PPi) that is released from each dNTP upon DNA 

20 chain elongation. Following Klenow polymerase-mediated base incorporation, PPi is released 
and used as a substrate, together with adenosine 5-phosphosulfate (APS), for ATP sulfurylase, 
which results in the formation of ATP. Subsequently, the ATP accomplishes the conversion of 
luciferin to its oxi-derivative by the action of luciferase. The ensuing light output becomes 
proportional to the number of added bases, up to about four bases. To allow processivity of the 

25 method dNTP excess is degraded by apyrase, which is also present in the starting reaction 

mixture, so that only dNTPs are added to the template during the sequencing. The process has 
been fully automated and adapted to a 96-well format, which allows rapid screening of large 
SNP panels. The DNA and protein sequences for the novel single nucleotide polymorphic 
variants are reported. Variants are reported individually but any combination of all or a select 

30 subset of variants are also included. In addition, the positions of the variant bases and the 
variant amino acid residues are underlined. 

Results 

Variants are reported individually but any combination of all or a select subset of 
variants are also included as contemplated NOVX embodiments of the invention. 
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NOVlaSNPdata: 

NOVla has four SNP variants, whose variant positions for its nucleotide and amino 
acid sequences is numbered according to SEQ ID NOs: 1 and 2, respectively. 



Table 23. cSNP and Coding Variants for NO VI 


NT Position 
of cSNP 


Wild Type 
NT 


Variant NT 


Amino Acid 
position 


Amino Acid 
Change 


3082 


G 


A 


1028 


Ala-Thr 


3120 


G 


A 


Silent 


Silent 


3251 


T 


C 


1084 


Val-Ala 


4085 


A 


G 


1362 


Asp-Gly 



NOV4a SNP data: 

NO V4a has five SNP variants, whose variant positions for its nucleotide and amino 
acid sequences is numbered according to SEQ ID NOs: 1 1 and 12, respectively. 



Table 24. cSNP and Coding Variants for NOV4 


NT Position 
of cSNP 


Wild Type 
NT 


Variant NT 


Amino Acid 
position 


Amino Acid 
Change 


321 


C 


A 


Silent 


Silent 


566 


A 


C 


174 


Asn-Thr 


751 


T 


C 


236 


Phe-Leu 


770 


T 


C 


242 


Val-Ala 


1702 


A 


G 


Silent 


silent 



NOV6a SNP data: 

NOV6a has nine SNP variants, whose variant positions for its nucleotide and amino 
acid sequences is numbered according to SEQ ID NOs:27 and 28, respectively. 



Table 25. cSNP and Coding Variants for NOV6a 


NT Posxtion 
of cSNP 


Wild Type 
NT 


Variant NT 


Amino Acid 
position 


Amino Acid 
Change 


3093 


C 


T 


986 


Thr-Met 


3128 


C 


T 


998 


Pro-Ser 


Insertion before 
3145 




G 


1003-end 


Discordant 


Insertion before 
1 3195 




C 


1020-end 


Discordant 


Insertion before 
3322 




C 


1062-end 


Discordant 


3376 




C 


1080-end 


Discordant 
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3378 






lUoi-enci 


J^rLSCOrQaul 


3419 




C 


1095-end 


Discordant 


3559 


C 


T 


Silent 


Saent 



NOV7 SNP data: 

NOV7 has two SNP variants, whose variant positions for its nucleotide and amino acid 
sequences is numbered according to SEQ ID NOs:35 and 36, respectively. 

5 



Table 26. cSNP and Coding Variants for NOV7 


NT Position 
of cSNP 


Wild Type 
NT 


Variant NT 


Amino Acid 
position 


Amino Acid 
Change 


455 


G 


A 


Silent 


Silent 


624 


A 


G 


208 


Ser-Gly 



NOV8 SNP data: 

NOV8 has two SNP variants, whose variant positions for its nucleotide and amino acid 
sequences is numbered according to SEQ ED NOs:37 and 38, respectively. 
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Table 27. cSNP and Coding Variants for NOV8 


NT Position 
of cSNP 


Wild Type 
NT 


Variant NT 


Amino Acid 
position 


Amino Acid 
Change 


149 


T 


c 


Silent 


Silent 


237 


A 


G 


72 


Arg-Gly 



NOVlOa SNP data: 

NOVlOa has two SNP variants, whose variant positions for its nucleotide and amino 
1 5 acid sequences is numbered according to SEQ ID NOs:4 1 and 42, respectively. 



Table 28. cSNP and Coding Variants for NOV8 


NT Position 
of cSNP 


Wild Type 
NT 


Variant NT 


Amino Acid 
position 


Amino Acid 
Change 


1677 


A 


G 


438 


Asp-Gly 


177.1 


c 


G 


469 


Asn-Lys 



EXAMPLE 4. PCR CLONING OF NOV6B 

The cDNA coding for a domain of CG502 15-03 from residue 436 to 975 was targeted 
20 for "in-frame" cloning by PCR. The PCR template is based on human cDNA(s). 

The following oligonucleotide primers were used to clone the target cDNA sequence: 
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F3 S'-AAGCTT TGTCAGCGCAACCCCCAGGTCTGCGGCCCAGG-3 (SEQIDNO: 155) 
F5 5'-CTCGAG ACAGCGTCCAGTCATOGGGTCAAACTCTTCC-S 1 (SBQ ID NO: 156) 

For downstream cloning purposes, the forward primer includes an in-frame Hindm 
restriction site and the reverse primer contains an in-frame Xhol restriction site. 
5 Two parallel PCR reactions were set up using a total of 0.5-1 .0 ng human pooled 

cDNAs as template for each reaction. The pool is composed of 5 micrograms of each of the 
following human tissue cDNAs: adrenal gland, whole brain, amygdala, cerebellum, thalamus, 
bone marrow, fetal brain, fetal kidney, fetal liver, fetal lung, heart, kidney, liver, lymphoma, 
Burkitt's Raji cell line, mammary gland, pancreas, pituitary gland, placenta, prostate, salivary 
10 gland, skeletal muscle, small Intestine, spleen, stomach, thyroid, trachea, uterus. 

When the tissue of expression is known and available, the second PCR was performed 
using the above primers and 0.5ng-1.0 ng of one of the following human tissue cDNAs: 

skeleton muscle, testis, mammary gland, adrenal gland, ovary, colon, normal 
cerebellum, normal adipose, normal skin, bone marrow, brain amygdala, brain hippocampus, 
15 brain substantia nigra, brain thalamus, thyroid, fetal lung, fetal liver, fetal brain, kidney, heart, 
spleen, uterus, pituitary gland, lymph node, salivary gland, small intestine, prostate, placenta, 
spinal cord, peripheral blood, trachea, stomach, pancreas, hypothalamus. 

The reaction mixtures contained 2 microliters of each of the primers (original 
concentration: 5 pmol/ul), 1 microliter of lOmM dNTP (Clontech Laboratories, Palo Alto CA) 
20 and 1 microliter of 50xAdvantage-HF 2 polymerase (Clontech Laboratories) in 50 microliter- 
reaction volume. The following reaction conditions were used: 
PCR condition 1: 

a) 96°C 3 minutes 

b) 96°C 30 seconds denaturation 

25 c) 60°C 30 seconds, primer annealing 

d) 72°C 6 minutes extension 
Repeat steps b-d 15 times 

e) 96°C 15 seconds denaturation 

f) 60°C 30 seconds, primer annealing 
30 g) 72°C 6 minutes extension 

Repeat steps e-g 29 times 

e) 72°C 1 0 minutes final extension 

PCR condition 2: 

a) 96°C 3 minutes 
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b) 
c) 



76°C 



96°C 




cycle 

d) 



72°C 



4 minutes extension 



5 



Repeat steps b-d 34 times 



e) 72°C 10 minutes final extension 

An amplified product was detected by agarose gel electrophoresis. The fragment was 
gel-purified and ligated into the pCR2. 1 vector (Invitrogen, Carlsbad, CA) following the 
1 0 manufacturer's recommendation. Twelve clones per PCR reaction were picked and 

sequenced. The inserts were sequenced using vector-specific Ml 3 Forward and Ml 3 Reverse 
primers and the following gene-specific primers: 
SF1: GAGAACACGCCAGGCAGCTT (SEQ ID NO: 157) 
SF2: CTCCTTTCACTGTGCCTGrCCC (SEQ ID NO: 158) 
15 SF3: TGTCCTTCTGGCCACCACC(SEQIDNO:159) 

SF4: GAGCCTCTTGCCTCGACGTTGACGAGT (SEQ ID NO: 160) 
SF5: GTGTCCGGGACTGCGATCCT (SEQ ID NO: 161) 
SRI : CGGTGGCACTCGTCCACAT (SEQ ID NO: 162) 
SR2: CTGCCGTGTTGTCACAGCG (SEQ ID NO: 163) 
20 SR3: AGGCCCTGCACTGGAAGGA (SEQ ID NO: 164) 

SR4: GTCGGTAGCCAGGGGGACAAGTA (SEQ ID NO: 165) 
SR5: AGTCCCGGACACAGCGGTA (SEQ ID NO: 166) 

The insert assembly 197188002 was found to encode an open reading frame between 
residues 436 and 975 of the target sequence CG50215-03. 197188002 differs from the 
25 original sequence at 2 nucleotide positions and 2 amino acid positions. 

The cDNA coding for a domain of CG502 15-03 from residue 40 to 345 was targeted 
for "in-frame" cloning by PCR. The PCR template is based on human cDNA(s). 

The following oligonucleotide primers were used to clone the target cDNA sequence: 
F2 5*-AAGCTT TGTCCCTTGATCTGTC AC AATGGCGGTGTGTGC-3 1 (SEQ ID NO: 167) 
30 R2 S'-CTCGAG GATCTCCCGGAAACCCTCTGAGCCGAAGGG-3' (SEQ ID NO: 168) 

For downstream cloning purposes, the forward primer includes an in-frame HindlTl 
restriction site and the reverse primer contains an in-frame Xhol restriction site. 

Two parallel PCR reactions were set up using a total of 0.5-1.0 ng human pooled 
cDNAs as template for each reaction. The pool is composed of 5 micrograms of each of the 
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following human tissue cDNAs: adrenal gland, whole brain, amygdala, cerebellum, thalamus, 
bone marrow, fetal brain, fetal kidney, fetal liver, fetal lung, heart, kidney, liver, lymphoma, 
Burkittfs Raji cell line, mammary gland, pancreas, pituitary gland, placenta, prostate, salivary 
gland, skeletal muscle, small Intestine, spleen, stomach, thyroid, trachea, uterus. 
5 When the tissue of expression is known and available, the second PCR was performed 

using the above primers and 0.5ng-1.0 ng of one of the following human tissue cDNAs: 

skeleton muscle, testis, mammary gland, adrenal gland, ovary, colon, normal 
cerebellum, normal adipose, normal skin, bone marrow, brain amygdala, brain hippocampus, 
brain substantia nigra, brain thalamus, thyroid, fetal lung, fetal liver, fetal brain, kidney, heart, 
10 spleen, uterus, pituitary gland, lymph node, salivary gland, small intestine, prostate, placenta, 
spinal cord, peripheral blood, trachea, stomach, pancreas, hypothalamus. 

The reaction mixtures contained 2 microliters of each of the primers (original 
concentration: 5 pmol/ul), 1 microliter of lOmM dNTP (Clontech Laboratories, Palo Alto CA) 
and 1 microliter of 50xAdvantage-HF 2 polymerase (Clontech Laboratories) in 50 microliter- 
1 5 reaction volume. The following reaction conditions were used: 
PCR condition 1: 

a) 96°C 3 minutes 

b) 96°C 30 seconds denaturation 

c) 60°C 30 seconds, primer annealing 
20 d) 72°C 6 minutes extension 

Repeat steps b-d 15 times 

e) 96°C 15 seconds denaturation 

f) 60°C 30 seconds, primer annealing 

g) 72°C 6 minutes extension 
25 Repeat steps e-g 29 times 

e) 72°C 1 0 minutes final extension 
PCR condition 2: 

a) 96°C 3 minutes 

b) 96°C 15 seconds denaturation 

30 c) 76°C 30 seconds, primer annealing, reducing the temperature by 1 °C per 



cycle 



d) 72°C 4 minutes extension 
Repeat steps b-d 34 times 

e) 72°C 1 0 minutes final extension 
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An amplified product was detected by agarose gel electrophoresis. The fragment was 

gel-purified and ligated into the pCR2.1 vector (Invitrogen, Carlsbad, CA) following the 

manufacturer's recommendation. Twelve clones per PCR reaction were picked and 
5 sequenced. The inserts were sequenced using vector-specific Ml 3 Forward and Ml 3 Reverse 

primers and the following gene-specific primers: 

SF1 : GGCAGCGCCCTACACGGT (SEQ id NO: 169) 

SF2: GATGAGTGCGCGACTGGC (SEQ ID NO: 170) 

SRI : CCTCAGCGTCCGCCTCCT (SEQ ID NO: 171) 
10 SR2: CGCACTCATCCACATCTTCGC(SEQIDN0:172) 

The insert assemblies 197187970, 197187982, and 197187990 were an found to 

encode an open reading frame between residues 40 and 345 of the target sequence CG50215- 

03. The cloned insert of assembly 197187982 is 100% identical to the original sequence. 

197187970 differs from the original sequence at 2 nucleotide positions and 1 amino acid 
15 position. 197187990 differs from the original sequence at 1 nucleotide position and one amino 

acid position. 
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OTHER EMBODIMENTS 

Although particular embodiments have been disclosed herein in detail, this has been 
done by way of example for purposes of illustration only, and is not intended to be limiting 
with respect to the scope of the appended claims, which follow. In particular, it is 
5 contemplated by the inventors that various substitutions, alterations, and modifications may be 
made to the invention without departing from the spirit and scope of the invention as defined 
by the claims. The choice of nucleic acid starting material, clone of interest, or library type is 
believed to be a matter of routine for a person of ordinary skill in the art with knowledge of the 
embodiments described herein. Other aspects, advantages, and modifications considered to be 
1 0 within the scope of the following claims. 
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WHAT IS CLAIMED IS: 

1 . An isolated polypeptide comprising an amino acid sequence selected from the group 
consisting of: 

(a) a mature form of an amino acid sequence selected from the group consisting of 
SEQ ID NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 
40, 42 and 44; 

(b) a variant of a mature form of an amino acid sequence selected from the group 
consisting of SEQ ID NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 
34, 26, 28, 40, 42 and 44, wherein one or more amino acid residues in said variant 
differs from the amino acid sequence of said mature form, provided that said 
variant differs in no more than 1 5% of the amino acid residues from the amino 
acid sequence of said mature form; 

(c) an amino acid sequence selected from the group consisting SEQ ID NOS:2, 4, 6, 
8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 42 and 44; and 

(d) a variant of an amino acid sequence selected from the group consisting of SEQ ED 
NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 42 and 
44, wherein one or more amino acid residues in said variant differs from the 
amino acid sequence of said mature form, provided that said variant differs in no 
more than 1 5% of amino acid residues from said amino acid sequence. 

2 The polypeptide of claim 1, wherein said polypeptide comprises the amino acid sequence 
of a naturally-occurring allelic variant of an amino acid sequence selected from the group 
consisting SEQ ID NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 
28, 40, 42 and 44. 

3 . Hie polypeptide of claim 2, wherein said allelic variant comprises an amino acid 

sequence that is the translation of a nucleic acid sequence differing by a single nucleotide 
from a nucleic acid sequence selected from the group consisting of SEQ ID NOS:l, 3, 5, 
7, 9, 1 1, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43. 



4. 



The polypeptide of claim 1, wherein the amino acid sequence of said variant comprises a 
conservative amino acid substitution. 
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An isolated nucleic acid molecule comprising a nucleic acid sequence encoding a 
polypeptide comprising an amino acid sequence selected from the group consisting of: 

(a) a mature form of an amino acid sequence selected from the group consisting of 
SEQ ED NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 
40, 42 and 44; 

(b) a variant of a mature form of an amino acid sequence selected from the group 
consisting of SEQ ID NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 
34, 26, 28, 40, 42 and 44, wherein one or more amino acid residues in said variant 
differs from the amino acid sequence of said mature form, provided that said 
variant differs in no more than 15% of the amino acid residues from the amino 
acid sequence of said mature form; 

(c) an amino acid sequence selected from the group consisting of SEQ ID NOS:2, 4, 
6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 42 and 44; 

(d) a variant of an amino acid sequence selected from the group consisting SEQ ID 
NOS:2, 4, 6, 8, 10, 12, 14, 16, 18, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 42 and 
44, wherein one or more amino acid residues in said variant differs from the 
amino acid sequence of said mature form, provided that said variant differs in no 
more than 15% of amino acid residues from said amino acid sequence; 

(e) a nucleic acid fragment encoding at least a portion of a polypeptide comprising an 
amino acid sequence chosen from the group consisting of SEQ ID NOS:2, 4, 6, 8, 
10, 12, 14, 16, 1 8, 20, 22, 24, 26, 28, 30, 32, 34, 26, 28, 40, 42 and 44, or a variant 
of said polypeptide, wherein one or more amino acid residues in said variant 
differs from the amino acid sequence of said mature form, provided that said 
variant differs in no more than 15% of amino acid residues from said amino acid 
sequence; and 

(f) a nucleic acid molecule comprising the complement of (a), (b), (c), (d) or (e). 

The nucleic acid molecule of claim 5, wherein the nucleic acid molecule comprises the 
nucleotide sequence of a naturally-occurring allelic nucleic acid variant. 

The nucleic acid molecule of claim 5, wherein the nucleic acid molecule encodes a 
polypeptide comprising the amino acid sequence of a naturally-occurring polypeptide 
variant. 
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8. The nucleic acid molecule of claim 5, wherein the nucleic acid molecule differs by a 
single nucleotide from a nucleic acid sequence selected from the group consisting of SEQ 
IDNOS:l, 3, 5, 7, 9, 11, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43. 

9. The nucleic acid molecule of claim 5, wherein said nucleic acid molecule comprises a 
nucleotide sequence selected from the group consisting of: 

(a) a nucleotide sequence selected from the group consisting of SEQ ID NOS: 1,3,5, 
7, 9, 11, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43; 

(b) a nucleotide sequence differing by one or more nucleotides from a nucleotide 
sequence selected from the group consisting of SEQ ID NOS:l, 3, 5, 7, 9, 1 1, 13, 
15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 43, provided that no more 
than 20% of the nucleotides differ from said nucleotide sequence; 

(c) a nucleic acid fragment of (a); and 

(d) a nucleic acid fragment of (b) . 

1 0. The nucleic acid molecule of claim 5, wherein said nucleic acid molecule hybridizes 
under stringent conditions to a nucleotide sequence chosen from the group consisting 
SEQ ID NOS:l, 3, 5, 7, 9, 1 1, 13, 15, 17, 19, 21, 23, 25, 27, 29, 31, 33, 35, 37, 39, 41 and 
43, or a complement of said nucleotide sequence. 

1 1 . The nucleic acid molecule of claim 5, wherein the nucleic acid molecule comprises a 
nucleotide sequence selected from the group consisting of: 

(a) a first nucleotide sequence comprising a coding sequence differing by one or 
more nucleotide sequences from a coding sequence encoding said amino acid 
sequence, provided that no more than 20% of the nucleotides in the coding 
sequence in said first nucleotide sequence differ from said coding sequence; 

(b) an isolated second polynucleotide that is a complement of the first polynucleotide; 
and 

(c) a nucleic acid fragment of (a) or (b). 

12. A vector comprising the nucleic acid molecule of claim 1 1 . 
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13. The vector of claim 12, further comprising a promoter operably-linked to said nucleic 
acid molecule. 

14. A cell comprising the vector of claim 12. 

15. An antibody that binds immunospecifically to the polypeptide of claim 1 . 

1 6. The antibody of claim 1 5, wherein said antibody is a monoclonal antibody. 

17. The antibody of claim 15, wherein the antibody is a humanized antibody. 



18. A method for determining the presence or amount of the polypeptide of claim 1 in a 
sample, the method comprising: 

(a) providing the sample; 

(b) contacting the sample with an antibody that binds immunospecifically to the 
polypeptide; and 

(c) determining the presence or amount of antibody bound to said polypeptide, 
thereby determining the presence or amount of polypeptide in said sample. 

1 9. A method for determining the presence or amount of the nucleic acid molecule of claim 5 
in a sample, the method comprising: 

(a) providing the sample; 

(b) contacting the sample with a probe that binds to said nucleic acid molecule; and 

(c) determining the presence or amount of tfie probe bound to said nucleic acid 
molecule, 

thereby determining the presence or amount of the nucleic acid molecule in said sample. 

20. The method of claim 19 wherein presence or amount of the nucleic acid molecule is used 
as a marker for cell or tissue type. 

2 1 . The method of claim 20 wherein the cell or tissue type is cancerous. 

22. A method of identifying an agent that binds to a polypeptide of claim 1 , the method 
comprising: 
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(a) contacting said polypeptide with said agent; and 

(b) determining whether said agent binds to said polypeptide. 



23. The method of claim 22 wherein the agent is a cellular receptor or a downstream effector. 

24. A method for identifying an agent that modulates the expression or activity of the 
polypeptide of claim 1, the method comprising: 

(a) providing a cell expressing said polypeptide; 

(b) contacting the cell with said agent, and 

(c) determining whether the agent modulates expression or activity of said 
polypeptide, 

whereby an alteration in expression or activity of said peptide indicates said agent modulates 
expression or activity of said polypeptide. 

25. A method for modulating the activity of the polypeptide of claim 1 , the method 
comprising contacting a cell sample expressing the polypeptide of said claim with a 
compound that binds to said polypeptide in an amount sufficient to modulate the activity 
of the polypeptide. 

26. A method of treating or preventing a NOVX-associated disorder, said method comprising 
administering to a subject in which such treatment or prevention is desired the 
polypeptide of claim 1 in an amount sufficient to treat or prevent said NOVX-associated 
disorder in said subject 

27. The method of claim 26 wherein the disorder is selected from the group consisting of 
cardiomyopathy and atherosclerosis. 

28. The method of claim 26 wherein the disorder is related to cell signal processing and 
metabolic pathway modulation. 

29. The method of claim 26, wherein said subject is a human. 

30. A method of treating or preventing a NOVX-associated disorder, said method comprising 
administering to a subject in which such treatment or prevention is desired the nucleic 
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acid of claim 5 in an amount sufficient to treat or prevent said NOVX-associated disorder 
in said subject. 



3 1 . The method of claim 30 wherein the disorder is selected from the group consisting of 
cardiomyopathy and atherosclerosis. 

32. The method of claim 30 wherein the disorder is related to cell signal processing and 
metabolic pathway modulation. 

33 . The method of claim 30, wherein said subject is a human. 

34. A method of treating or preventing a NOVX-associated disorder, said method comprising 
administering to a subject in which such treatment or prevention is desired the antibody 
of claim 15 in an amount sufficient to treat or prevent said NOVX-associated disorder in 
said subject. 

35. The method of claim 34 wherein the disorder is diabetes. 

36. The method of claim 34 wherein the disorder is related to cell signal processing and 
metabolic pathway modulation. 

37. The method of claim 34, wherein the subject is a human. 

38. A pharmaceutical composition comprising the polypeptide of claim 1 and a 
pharmaceutically-acceptable carrier. 

39. A pharmaceutical composition comprising the nucleic acid molecule of claim 5 and a 
pharmaceutically-acceptable carrier. 

40. A pharmaceutical composition comprising the antibody of claim 1 5 and a 
pharmaceutically-acceptable carrier. 

41. A kit comprising in one or more containers, the pharmaceutical composition of claim 38. 
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42. A kit comprising in one or more containers, the pharmaceutical composition of claim 



43. A kit comprising in one or more containers, the pharmaceutical composition of claim 40. 

44. A method for determining the presence of or predisposition to a disease associated with 
altered levels of Ihe polypeptide of claim 1 in a first mammalian subject, the method 
comprising: 

(a) measuring 1 the level of expression of the polypeptide in a sample from the first 
mammalian subject; and 

(b) comparing the amount of said polypeptide in the sample of step (a) to the amount 
of the polypeptide present in a control sample from a second mammalian subject 
known not to have, or not to be predisposed to, said disease; 

wherein an alteration in the expression level of the polypeptide in the first subject as compared to 
the control sample indicates the presence of or predisposition to said disease. 

45. The method of claim 44 wherein the predisposition is to a cancer. 

46. A method for determming the presence of or predisposition to a disease associated with 
altered levels of the nucleic acid molecule of claim 5 in a first mammalian subject, the 
method comprising: 

(a) measuring the amount of the nucleic acid in a sample from the first mammalian 
subject; and 

(b) comparing the amount of said nucleic acid in the sample of step (a) to the amount 
of the nucleic acid present in a control sample from a second mammalian subject 
known not to have or not be predisposed to, the disease; 

wherein an alteration in the level of the nucleic acid in the first subject as compared to the 
control sample indicates the presence of or predisposition to the disease. 

47. The method of claim 46 wherein the predisposition is to a cancer. 
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A method of treating a pathological state in a mammal, the method comprising 
administering to the mammal a polypeptide in an amount that is sufficient to alleviate the 
pathological state, wherein the polypeptide is a polypeptide having an amino acid 
sequence at least 95% identical to a polypeptide comprising an amino acid sequence of at 
leastoneofSEQIDNOS:2,4, 6, 8, 10, 12, 14, 16, 18, 20,22, 24,26, 28,30,32,34, 26, 
28, 40, 42 and 44, or a biologically active fragment thereof. 

A method of treating a pathological state in a mammal, the method comprising 
administering to the mammal the antibody of claim 15 in an amount sufficient to alleviate 
the pathological state. 
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